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ABSTRACT: 

PROBLEM TO BE SOLVED: To obtain a new peptide, a 
tripeptide having a 

specific amino acid sequence, having protease activator 
activity, being safe 

even if administered to a living body with no concomitant 
side effect, and 

useful as e.g. a digestion promoter, chemical agent for 

studying protease 

activity. 

SOLUTION: This new tripeptide is expressed by the 
formula Pro-A-B (A is Phe, 

Lys, Asn, Tyr or Thr; B is Pro or Trp) and has protease 
activator activity. 



Because this new peptide is decomposed in vivo and 
metabolized, there is 

virtually no risk of causing side effects after it is 
administered to a living 

body, and this new peptide is effective as e.g. a digestion 
promoter or a 

chemical agent for studying protease activity. The 
protease to be activated by 

this new peptide is e.g. plasmin, thrombin, chymotrypsin, 
trypsin, elastase, 

urokinase, papain. This new tripeptide is obtained by 
synthesis through solid 

or liquid phase method followed by purification by column 
chromatography . 

COPYRIGHT: (C) 1997, JPO 



(19) B#HftfW (JP) 



< 12 > & W # If & * (a) 



#^¥9- 169797 

(43) 4MB ¥«9^(1997)6^30B 



(51) IntCl. 6 
C 0 7 K 5/072 
A 6 1 K 38/00 
C 0 7 K 5/087 
5/09 
5/093 



mim 

ZNA 
AC J 



F I 

C 0 7 K 5/072 
5/087 
5/09 
5/093 
5/097 



ZNA 



ol (£12 io mm\zm< 



(21)fflH## 


&H¥7-334856 


(71)fflKA 


000003126 










(22)fcbHB 


¥J«7^(1995)12fl22H 




*CK«WfflK«a<WHTS 2 # 5 ^ 








» m 








=f**i!(K*J|C»1900#»0 1 =#Jfcff 














(72)58W# 


/Jvf* II 








f^S^rlf Jfc»1900#jft© 1 =#Jfc£ 














<72)58W# 


tt* 








=f*»i!6JSm)f[Wl900#«© 1 =#JftE 














(72)«W# 










t-aimTHTt*^KSA*i>rio63s«!28 



1 



(54) [%91<DZ,m t7^x-)"<-^-flftt**-rs^^H 

(57) [SSH (ISjE#) 

Pro-A-B (A=Phe,Lys,Asn,Tyr,Thr;B=Pr 

ojrps-^-r. ) vY')^Tj-v±tz{±%<r)>mmzu 

C-D-Pro (C=Tyr,Glu,Pro;D=Asn,Ser,Arg,Tyr£^ 

*$$#fct-|>TnT7-H:7?T^-:?-. Thiopr 
ol ine-Thr-TrpO h 'J ^7*f - F O^IIWfcfStf) 

Gjhi&# t -f i r pf- t — fe'r ? f ? - . 
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6 9797 



CIS*JB1 3 Pro-A-B (fc#U=Phe,Lys,Asn,Tyr,Th 
r;B=Pro,Trp$r^-t„ ) X'TfiZtlZ hV^Tf- H, £fc 

[W^JS2] C-D-Pro (fc£*U=Tyr,Glu.Pro;D=Asn,S 
er,Arg,Tyr£jjrf ) X'^tithV^7^¥. ttzli* 

UM^M3] Thioproline-Thr-TrpT'^§iX^ h'J^ 10 

ftk iXttthrriT- 7— UTtr-l*-?-. 
[It*«4] Glu-Argt***l* K , ifctt 

[ 5 3 h U ^Tf - HON *S*> r v;Hk $ fufc 
[%BJ^f»lft0J!l 

[0001] 
[00023 

[^*c7)g#;3 mmsht ixcoh y*r* k&v^oiis 30 

Xh'J-: vol.37, p.2122,1994^F vol. 36, p. 300, 19 
93^) . Jt«WfflV^rf-HfttX-e^)SIS|flcc7)E 
I&ftfc l-TOKBfcBfiai. «i.(i'#*¥4-502154^^ 

^F4-502309^^^^ill. . Clil^OW^T'li, 

?ii^stt7syiw«!*«5aaiJjU:T*&. ;*t^<o 

F (iJftBWajEH? ( T N F ) frt> mm S ilTt T N 40 
* 7 $ / U & & fc*>> . lz tft h fflfftf] 

iHlk^k'^t^tcDk^lhtih, mzztibm^ 
[000 33 rofj- bfcovStt-fttov^TJi, 

&mcr>t%! l zmZ>KmcD—ok lX£<<7M&ff%Ztl 50 



7-HfOKfIB^Stt^S-SftTvSttrD7 i 7— feffcL 

? x = j - yxvmitiz i ^ 75 x s ycotce* 

*. rnr7--tf*Ot)tt£JSttfl^6«!Kf3£ 
«8fSS«ftJ±sfey HR£J:<»^*U:fc<0fc 

& ffifl-^T' lfr>fc /Jv^r* H<07nf7- b?7 ? -r 

[00043 

[*%WIHfcLJ:3k-t4IHi] *#5!<0BWtt. 7o 

^<oiWJi«fj£<?)7s ^Ksyijirr * h y ^rf- k. 

SXTf - H *V OiSllf* Sr & 7 nf 7- 

nmim^coT s y usjij**-*- & h y<7* k . v 

»t4IHIMIU»Hit«flW-*ii:lc*6. 
[00053 

[IWi*»^-f Sfcft<0¥S3 0££fl$f 

oh. z<7>mwj:ix.mfemmfeLx\->?>cD&m&'g- 

^Tf- HttfJ^iJfc LT*fflT*S fc#i.fc„ 

[00063 t*a^ b y ^.7f- H<or 5 sm&m 

(Trfmt&tzMzm* ^SMirf-mH, K-Sam, 
Yes, Ret, Kit, Fms, ErbB, Met, Ros, Sea, Trk, Sr 
c, Fgr, Fyn, Lyn, Lck, Hck, Abl, Arg ^rfc'-^, £ £> 

^ * t o V- ( SH ) YtAVk mm & Sr 

rf-Ffc LT(iPro-Phe-Pro, Pro-Lys-Pro, Pro-Asn-Pr 

0, Pro-Tyr-Pro, Tyr-Asp-Pro, Tyr-Ser-Pro, Glu-Arg- 
Pro, Pro-Tyr-Trp, Thiopro(Thioproline)-Thr-Trp^V 

f-Kfc L-TtiGlu-Arg, D-Glu-Arg, Glu-D-ArgSr^tti L 

imtmmizmmx^tztf. ±<m\-%z: tiz^m 

X ovgtt Sr *t & fc <o tf* § ; k £ a* L . ^mt 
&±c0ti\mz&^ ^X * § iifc fc <0"C* 4 . 
[00073 Bfl^5, 

1 . Pro-A-B (fcfc'LA=Phe,Lys,Asn,Tyr,Thr;B=Pro,T 
rpSr^-T. ) T*£ft6by^7?-H\ ifcJifix^cT) 
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7— \>T?t J*-?-, 

2. C-D-Pro (ftfiU=Tyr,Glu,Pro;D=Asn,Ser,Arg,T 
— te*7?T-f 

3 . Thioproline-Thr-Trp-C*£ft.& b 'J ^7^- H . 
4. Glu-Arg-CSfrSfltS^WF, 
[00 08] 

$78$ffi?lJi LTWRtt'Pro-Phe-Pro, Pro-Lys-Pro, 
Pro-Tyr-Pro, Tyr-Ser-Pro. Glu-Arg-Pro N Pro-Tyr-Trp 
& fc*T'& t . #«!)!{c*b t yXTf HOT S J WSffl 
fc LXimttfGlu-k&b'X'foZ. 
[0009] 4%WfctJ^Ttt. uahU^rf-H, «; 

[0010] *^Bfl<^ h D - H , >-X7f- h'cON — 
T^MUmWbLX^lV^lVm. 7-fef7Hk 71) 

C-7$NPJ$$fltfcLT{i7$7», 7/Mf^7S7 
a, 3HW7 5 73^S#*£ 
[0011] *%W<0 h V ^.Ti- H , i^7f- h'St/f 

8?> UVK, SEIL SJJL ML m 7?^SL v 

[0012] jf%mmb% h y^r^ k> iXrf H 

mmmm mmmm <t) fcE»*>*.&J:$fc: 

tit **-e# t . 

[0013] *«BBt:ffi*>& h 'J^7f - h\ yX7f F 

&tf *<oBS*ft<ottl!{i. 5/ y * ? a ? « v h / 

**7-/k ^no*;i.A^a^oW«fS«^fflV^t; 
fc#T'£t. 

[0014] aMfcQfCfltt) t h >J *<7* F , ;>v7?- H 

^yyHi^i'WIi (BziS) T«aL,feWIEiBW) 
7$/Kfc£l-xf-/V-3- (3-^^7 5 /7nt 
/V) -tf/Ptfi^ 5 KJS8ffi(USCD HCO^'i^n'vaf 

^7-f t . f, ij ft s ^7^- HO 
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7* Ftf)ftSB&ol$£(i h y 7>v*u* ? yzjifcym 

W; (TMS FAj£) ^<9^A/fl8l{*fttttt Uc* 
*$jjfcf 7C&l&t« 7 7 -tt*S ( H F ) £ JB H t «I fc 

t,zRh^tix^&i><r>x'ffim±%\<\ mr 

10 IfiS&j-x. •v7Mmm7n-?b757 4- (TLC) 

O-JSRW^^ffiJfflv » t ; fc j^t- * t . «EI± ^ q 
o*/^-^^/-;i-^, n-7^7-^-pK-e»J 
i/">-7f< (4:1:1:2) ^Srfflv\ XtK^x h<0SIIg 

{i^bKS(HBr) -^hF'j>am^:t*« 

[0015] *^(?)rnf 7— fer'7^r 

m--m&ftb ixtttzmmzMw&^tf^ \t 
20 ^<nw&mzuLxmmisti&mm*$;A,x*h 

[0016] *W$<r)y'UT7-*i7?Tl 
ftmkXZ 47ot7— tf fc Lt«i7or7— VX'htl 

^— fe\ "70^7— fe\ ^t7V>B s MVN'-fy, n-f 
v->7S7^7f-^— fe'#jfS LV\ 
[0017] jaTKWtHt J: ")*«W*Jl*WfcK* 
30 -7tA\ ^Bfjii-fitci^TIS^^attcOTIi^ 
V*. 

[00 18] 
[SUM] 

HHIfl 1 CPro-Phe-Pro(PFP)cO-^fii(;) 

Boc-Phe 2.7g ( 10 S 1)^/1/ ) , ProOBzl HC1 2.4g (105 

y^;i-) , i-th'pdf^yVhy7y-;KH0Bt) 1.5 

g (llS'J^) 5rDMF 30ml L , *^WFTW)HF 
lOnlfcSWUlWSCD HC1 1.7g (HS'JtiH SrSTFL 
Jt. hyxf-;I^7SXTEA) 1.8mlSrJDX, TT^P HIS 
40 S$KT'pH7-8T'* t £ fc firlffi L Jtj^ . ^fiT'^Jttf 

fctt. »Kxf-;KEtOAc) 300ml SrjDi. «ft»**"7 
h 'J 7A(NaHC0s)c7)10%^<g(NaCl)7]<>t?g. 10»aCl?}QW 
?g, 0.4M^xy^O105iNaCl7K?W?S. lOXNaCl^JSeOJi 
IZtitft Ltz . EtOAcHc#f{*«ffiW- h U »> A (Na 2 S04 ) Sr 
jD^Tl7|<f*. jffid*«£Ef?*t, 73&£r>7-7- 

Oml, fv*7-V-/l- 4ml^jD^., 7]C^T2B$fSKJlE L 

;*i&jsjEaanufea. somisrsp^.. 

50 J*«ltt}*^5r2|51^y>gL, ^li(:yxf;kx-f;P 
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mo)£Miwmtzm*2mmitz. ztitm 

K&MltlffimilZ ^ Z-Pro 1.5g (6.25 V=t>]s) . HOB 
t 0.84g (6.85 Wl) fcfln*. DMF 30ilfc»JBl,fc. 
*&I$#T. DMF lOmltSSSLfcHSCD HC1 1.2g (6.85 
VW) ZffiTltz. TEA 1.6mltpH7~8(C|«3i?L^ 

tffctt. $fmuzmm*-<F&Lxm. rmm&im 

Itz, EtOAc 300ml£flP;t, 4%NaHC& OKWNaCl^lJS, 
MNaCl7j<i§i$, O.4M^xy^c7)10^NaCl7K?M, 10»aC 
1 7m$?>m fcffift I fz . EtOAc Jg (C*E*Na 2 S04 &Mz.X 

immEmi, mmr^-^-^x-m 

E&MHtz. teHft£4\t^ 77-^(MeOHHc:}$ft¥ 
U t7rf"7n LH-20^7A(rtf§3ciXft§55cm) 
(rtMfMU;. |^jSttfC»as L . 17 57^9 Vh 

tlc (^-4f;l-y;P60F254 HK^tcii. ?dd* 

ftZmtbffiESmit:, -IflSrMeOH 20ml, PSKAcOH) 
20mlco?i^ffi«gfif U SSSUiETtfllfFL/S. 
it**>. 10% is V WO (51.60% ^-tR 

ft) 2.ogSrjpi, l 

nmZrM Ltz . iFM£M£«$l L£ fc cwzfriiot . 
td-JSEjSEJWILfe. i»H7rf7n G-10 

^7A( |*|fI2. 6cm X * § 60cm) XtiMtitM Uz . *Tlg 
EUL. I7 57">'3>'*fc')5# (iftlOml) f^BLfe. 
&7 7?i-"*a>-<7)*tg£TLC (JggMii, n-7"7 
7-;l/:gfK: f'J^>:7j<=4 : 1 : 1 : 2 (BAP 
WJR ) * ffl V vfc . ) T'Sflg I (Rftf 0 . 39) , g faftcOT. 

SM#£3S*>, «ESfclSLfc. 

TT-ftSfftft l.Og c\Z£X'cr>m%.lRmZ2&% 
X'h-rfZ, 7tig##r C19H25N3O4 MW.359.43 ft»l C 6 
3.49. H 7.01. N 11.69, ##fffi C 59.41. H 7.42, N 1 
O.660 

[0019] WM 2 CPro-Phe-Pro^N-T-fef-zHb 
«c(Ac-PFP)CO^] 

SUfefiaj 1 T1#^ix£Pro-Phe-Pro 1.2g (3.35 'Jt/I') 
Sr7Kl0mHc?§8?L, ■liitc N-T-fe^-;PX7^W 5 F 
(N-ASI) 1.5g (105 U^U) IN *IHb&y? 

^mw.x'ptim7izmmmi&x^mtmt: , 

W&mmtk. •fe77T77X G-10#72»(l*]fI2.6cmX 
££60cm) X'ftMWm Uz . =8-7 7 7 V a y* T L C ? 
5112 L , rlifiM-f SfcTLC t'*-7. ^ 7 h ( gg Mft 
$BAPW^ Rf=0.56) ZH- 1 h **&T*lV7 7 Xftgftft 

1.2g (IR*90Z) tfftWc. TBRWr C21H27N3O6 M 
W. 401. 46 ftJCfi C 62.83. H 6.78, N 10.47. #*Tffi C 

59.69, H 6.50, N 10.97. 

[0020] mm 3 (Pro-Phe-ProOC-7 5 YVcfc 
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(pfp mi)<n^&) 

Boc-Phe 2.3g (8.85 WV) , Pro NHz l.Og (8.85 V 
*;!-) , HOBt 1.33g (9.85 WV) £DMF 30mlfc^P 
U *JWKtfT. DMF lOmlKJgjS L/c WSCD HC1(MW115. 
24 36.46) 1.7g (8.85 'jt/U) SrSTFU:. TEA 1.7ml 

Wmi, Boc-Phe-Pro NHi£*fittffl||ffc lX%ti. Z 
tHZAH tm/ : M*ir> 16ml. +*T-V-)V 1.5ml 
10 * JD ^. , *^T1 #®Mft L fc . Hlgf5i| 1 1 |SI«(C^a 
L. **&ftfc«SEfcZ-Pro 2.0g (7.95 'J*^) . HOBt 
1.18 (8.85 U*;!/) SrJp^.. DMF 20ml(^#PUc. * 
JMWTF. DMFlOiUdBffltJtWSCD HC1 1.7g (8.75 U 

^jSTL>t, TEA 1.5mlT'pH7~8t^tx7t^, 4 
XlX'fc&RfcZlttz. RJBft. HJt0lltR««O*PI* 
fifV\ Z-Pro-Phe-Pro NH2COvi^ft$:#^. S^S&M 1 1 
mMlZ-t 7 TT7 7^ LH-20#5AT'fS$8U T L C T" 

^IfRiSf*. -b7rrv7X G-10^7 AT'»»tT. E 
20 fcO^fePB-ftS-tt, HtsHal 0.2g (BAPW^ Rf=0.48) 

mtz , zz& x-mwm&xtb ~> ?z . ftmm 

C19H26N4O3 MW.358.44 ItJJtffl C 60.37, H 7.31, N 15. 
63. ftmm C 60.48. H 7.38. N 14.55. 
[002 1 ] MMM 4 [Pro-Phe-ProCON-r-t^ 
lb. C-7 5 Hft^(Ac-PFP NH 2 )<J0^-J)j<;) 
$mM3X'%t>tltzPf? NH2 l.Og (2.85 U^/U) fc7K6 

miiriD^-c?§»L, mmm2 tmmizKHb ■ nmtiz 

fctioTBWft 0.9g (JR*80Z) tmhtltz. Ztlii 
TLCtf-^h (SffliMBAPW^ Rf=0.62) 5r-f 
30 7C*^ v ^f C2 1 H2 s N* 04 MW. 400.25 ff-ffffi C 62.9 

8, H 7.05, N 13.99. #*ffi C 58.91, H6.68, N 13.0 
1. 

[0022] H^i?!l 5 CPro-Lys-Pro(PKP)cr)^-fiSc) 
Boc-Lys(Cl-Z) t-Bu NH2 3.5g (7.15 D^E/l-) S-400ml 
OEt0Ac(C>§ML. 0.4M7xyitcoiO»aCl7}<?M, HON 
aCl*»ffl[<»))ifcaE*UJt. EtOAcJiKJMcNaiSOi Sridi. 
TJM*a. ?M£Mff©£U 7^yP7rX«o Boc-L 
ys(Cl-Z)2:#Jt. iiltCProOBzl HC1 1.7g (7.15 U^E 
)V) . HOBt l.Og (7.75 Ut/P) tlvSCDHCI 1.5g (7.8 

40 5 'j w *an^5atwi fcPiatcRjE ■ tttmt. boc- 

Lys(Cl-Z)-Pro0Bzl fcftfe. # L>iXtz&m®l*mMM 1 

ro 1.7g (6.85 Ut;!/) , HOBt l.Og (7.55 U^) , 
WSCD HC1 1.5g (7.85 WD UnimmM 1 fcH*(= 
RJt> • fftHU ?4^<7)Z-Pro-Lyz(Cl-Bzl)-ProOBzl^ff 
fe. WI/ZZtlZ*7TTV?Z LH-207y-7.M|*Jfi2.6cm 
x£S60cB)tHMU TLC*C««#— hSr 
4i.^>777x 3 ySr^). «EflgfflL)t. liifciWI 
cOEtO Ac t 1 5t Et 2 0 Jp ^ , HWHtfii ttHftfl: 

50 ut. eA^rwu, «STv^-7-*t"ME^[i 
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U 2.68g£#7t. Cl<7)3S^€-AcOH 36ml. MeO 

h 24muzmmi. 9mmitmmiz*mmtmm?£ 

RM&coM&ZfT-ot:. ^7rf-/?X G-l0#7A(ft 

a2.6ciX^S60c«)T4Mffi»«l,fc. #757^3 V% 
TLC (SBR^ttBAPW^ Rf =0.009) TWBU iWO 
757:> g y$:m#>. iHSIL. ^ttttSttjl-f* 

JR*li63S!"C*-3Jt. 7C^ff C16H28N4O4 MW. 340.42 
Htl C 56.45. H 8.29. N 16.34. ##T<1 C 54.06. 
H8.59. N15.27. 

[0023] HJtOT 6 CPro-Lys-ProcON-T4rf-;Hb 
ft<Ac-PKP)<9£f£j 

^flW 5 TH£>ft£Pro-Lys-Pro^T* /U7 r 7.ftft 1. 
2g (3. 8 5 U =t/V) $t7K10b1 £ ft* L . $$£pH7ttfig 

a, n-asi i.6g(ii.3 su*;p) fcjn*. gsrc-isst 

ftlVJ* (CHCh ) fciffifU CHCl3:MeOH=10:lcOjMT-ft ; 
M Ltz is V il 7)V C-200^/ ? A (A fI2. 2cm X ft $ 33cra) 
fcWtf*. CHCl 3 :MeOH=10:l<^$300mlT\ £ LTMeOH 
WVCJStBStf, *t)10ml(O75^V3y(^BL. #7 
7^^3ySrTLCt'ilI2LT, BB^DXi}?>y h- Sr-S- 
iS^^a >102a»&115*"C£lfea6. aSS^EI I 

cns^*«o*c«9»ft, Jwnat-titTLc-c 

r- (®^?§*JSEBAPW^Rf=0.40) 
T^WrXWA 1.25g (76%) ftBftft 
B,|X^.7 h/KNMR)fx7^;l/^fiS^PS.L7t:, 1H NM 
R (DMSO-ds , 6 s ) 1.82 (3H.s) 2.15(3H,s). 
[0024] $kW\ 7 CPro-Lys-Pro NH 2 (PKP NH 2 ) 

Boc-Lys(Z) 3.5g (9.2$ U^/P) . Pro NH 2 l.lg (9.2 
SU^E/M . HOBt 1.34g (9.95 'JW) . WSCD HC1 1. 

95g ( 10s y w) t tmm 1 1 mmizm ■ mm 

U B^SVa Boc-Lys(Z)-Pro H\h£%&mWlb LT# 
fc. ISIfcWl fcH*fc^LT8t*lfc«»fcZ-Pro 1. 
5g (6.15 y*/V) . HOBt 0.85g (6.35 >J*/V) . WSCD 

hci i.3g (6.85 vw) fcfcfln*. IdlfflKcEML 

^ffifcPI^tRJEL. Z-Pro-Lys-Pro NHaSrtt^fc 

LT#. £ft£2Qt^lfcBlME*7r7 f y?.X LH-20 
# ? A THKH I T T L C T'f i BT#— « 7. * -y h £ 4 *. £ 

t 5- f# fc . m v •> t loxpa/c £ ffl v ^**ie« aecft k 

(SUBMAPW^ Rf=0.17) £4*SB«ft l.lg#f# 

4>*u:. iztX'&MmsLmiyttX'&itz. ci$h 2 9n 6 o 

3 MW 339.44 ff-JMS C 56.62. H 8.61. N 20.63. ftffi 
ffl C 51.56. H 8.83. N 18.63. 

[0025] ^fife^J 8 C Pro-Tyr-Pro (PYP) ) 
Boc-Tyr(Bzl) 2.0g (5.35 'Jt/V) . ProOBzl HCI 1.3g 

(5.385 U^/U) . HOBt 0.81g ( 6.05 ,WV) . WSCD 

hci i.i4g (5.95y^) zmmmibmizmz 
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SW^I Boc-Tyr(Bzl)-ProOBzl £fHe@fflj 
taatffll fcR«fcBl»lLTBoc*S:IJfe*L. fc&ih. 

Z-Pro 1.3g (5.15 WV) . HOBt 0.76g (5. 
65 WV) . WSCD HCI l.lg (5.65 WV) fcarF 
U MtWltHIRfcrRieS^tl, ^rfy^ L 
H-20X? 7 A (rta2. 6cm xft§ 60cm) L£ . « 
E8H8LJt&, ;ft£:**7>Et0Ac K}gjJ?U Et 2 0£;!in 

nmtiztx^&ititi. &&&ipni. 

10 ffii^at^^*). •fe7rr<y^7x G-10 #7i>T1tS!L 

fc. *88if&. ^l^Me0Ht?t)»L. EttOS-aSJpLTtSft 

(ts-tt. ttsi&BA&F*u «j»r*ki.i6g*«f*is, 

^21i-C<7)iiiLJiX${i55Xt'S)-?^. ^cot^Ji 
TLCr#-7t'>yb (®ffi?§^BAPW^ Rf=0.32)Sr4 
ifc. 7C*fr#T C19H25N3O5 MW375.43 tmffi C 60.7 
9, H 6.71. N 11.19. fflfm. C 57.54. H 6.94. N 10.1 
9. 

[0026] HififflJ 9 CPro-Tyr-Pro£7)N-T-tf-7Wb 
*(Ac-PYP)(7)^) 
20 »fiW8T1#^tl^Pro-Tyr-Pro lg (2.65 'J^/L-) fcN 
-ASI l.lg (85= y^E/P) SrJnx. HitW2i: 

#-7.^>yh (KRfigj&APWft Rf-0.51) 
7W7r«ft 0.68g (JR$61X) 7C«^ 
C 2 iH 27 N 3 06 MW417.46 ft*fi C 60.42. H 6-52. N 10.0 
7. frflfffi C 54.52. H 6.58. Nil. 04. 

[0027] mtm 1 0 C Pro-Tyr-Pro NH2 (PYP N 
30 IfaJO-^fiKD 

Boc-Tyr(Bzl) 3.25g (8.85 'J=E^) . Pro NH 2 l.Og 

(8.85 Wis) . HOBt 1.2g (8.95 y^) tWSCD HC 

1 i.7g (9.05 yt/p) Srjni. m&mi tmmizsuB 

• tlllt, Boc-Tyr(Bzl)-Pro NHt^|RfiiA^«|2: LT# 

fc . »tnfc<ei*s mtw 1 1 mmizmmm ixbk 
mzmzL, mmmmmLxEuo^Mi^mm 

KIU. Se@U^ H 0 H tZ-Pro 2.0g (7.95 0* 
IV) . HOBt 1.2g (8.95 VW) ZMi, WSCD HCI 1.7 

40 g (9.05 'J W $-?STL. 9HI0I1 hmRt^RJS ■ » 
ML. {ftttftSrftfc. Ztl£4-3.c7)j<?J-Mzmffi 
I . -b 7 r f -y 7 7LH-20^ 9 A ( F*rf£2 . 6cm X ft $ 60cm) 

^BW«4.9g&ftfc. ztiz*mmimjtmzi:z>m 

RUKfoZfitot:^ -b7TT-y77 G-10^5At' 
^»«fefe^L. TLCT'#-7t-'yh (SirMBA 
PW5SRf=0.42) S^SUffeTt^T^WaWI*) 2.9g 

50 Ci9H 26 N404 MW 377.44lt39:(S C 60.95. H 7.60. N14.9 
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6. ftflrfl C 56.07. H 7.19, N 13.84. 

[0028] l l [Pro-Tyr-ProC7)N-7-t:ir-/P 

4L, C-75 K4tft(Ac-PYP Mt)CD-&&) 
mmi OTft^ft^PYP NH 2 l.Og (2.65 WV) iZfi 

-ASI l.Og (75 'J W ZMi. Hffc$|2kl§18H;:a£ 

■nmtX, TLCfi5i3'm-X^-yh (SHiMBAPW 
& Rf =0- 61 ) Sr^i.*??;?^^**), ««SL«*§ 

tz. zzt xni&mmxxh -> tz . 7c*##f c 2 1 h 2 8 n 4 

Os MW 416.48 ftSffi C 60.56. H 6.78. N 13.45, # 10 
tfrffi C 55.11. H 6.01, N 13.09 
[ 0 0 2 9 ] HMP>J 1 2 CTyr-Ser-Pro(YSP)0£- 

Boc-Ser(Bzl) 2.0g (6.85 'J^l-") . ProOBzl HC1 1.6g 
(6.85 U^P) . HOBt l.Og (7.55 Wl) SrDMF 20m 

nzmmi. m$Timiwi>. omf lOiifciwutw 

SCD HC1 1.4g(7.35»J*/P) Idfcffllfcfaft 
Uz^&t H«NcEJS$-£TBoc-Ser<Bzl) -ProOBzl 

ft . gftffi 1 (cfilft Ufc*i* k J: * IfcBo 

cSSJES-frK If ^fl^^ltZ-Tyr(Bzl) 2.6g (6.3 20 
SU^/P) , HOBt 0.85g (6.3$ U*^) SrfllU, WSCD 
HC1 1.38 (6.85 y*n,) £»TU £ttm kl»I«(c 

f'-^X LH-20X?7AT'»»L^„ y 7 is 3 > 

*TLCfc"C8SU £*>»EftfflUfc. iilSrEtOAc 50 
■lfcjWULtft, 250ml OEt 2 0£#n;?., JftWtlltlt 
SCfcTISflrfktfc. ttJtetfRU ME&HU: (2. 
4Qg). ^^ H B H ^**«*l!Ji7C)£{Cil»)8i«aR«^fif 
fcr>fc. t7Tf«//^ G-10^7AT'«»t. 
*T & k T L C f ••/ f- ( e^tlfJttAPWft Rf =0. 30 

30 ) £^£*feT^7rXttBW*$!) 1.70g#ft£> 
tvtz. zl&?<bMXMMt&KVt>'>lz. TtMftVi c 

17H23N3O6 MW 365.38 ff&ffi C 56.03. H 6.63. N15.3 

7. #ftm C 55.91, H 6.81, N 13.82. 

[0030] m&M 1 3 CTyr-Ser-Pro<DN-T-fef-;W 
4li*(Ac-YSP)O^D 

HJt^Jl 2T"ft£>;fUtYSP l.Og (YSP 2.75 yt/l') £N 
-ASI l.lg (85 U%/P> iJ0i^ffl-C2^iaRi6S-li7t 
(pH^8). R*eaS«BBtt. «rf-yW G-10*?5A 
tURK U T L C T'#-<7)X ^ 7 h ( SHHMAPW^ R 40 
f=0.44) Z4-th%mi 0.6g##£>fut. 
fflJHK$li543:rj>ofc. 7C^ff C19H25N3O7 MW 407. 
41 ItStt C 56.01, H 6.18. N 10.31. #*f« C 54.9 
5. H 5.37, N 10.11. 

[003 1 ] Uttffl 1 4 (Tyr-Ser-Pro NH2 (YSP N 

Boc-Ser(Bzl) 2.6g (8.85 'J^/W) . Pro NH2 l.Og 
(8.85 y^^) , HOBt 1.30g (9.75 Utrt/) (CWSCD 

hci 2.og (105 wi) srjBx., mmmitmmizKm 

Stf. Boc-Ser(Bzl)-Pro NH 2 £?tfrt»k LTftfc. I« 50 



iWr^-l 697 9 7 

1 0 

1 iztm Item k Istff KBM I . 

ISfcftfc. £*l£HEHHSU Z-Tyr(Bzl)3.2g (7.95 
yt;U) . HOBt 1.2g (8.75 Ut/l') iMl, DMFKJS* 
SLfcWSCDHCl 1.7g (8.85 y^) SriTFlft. $tt 
^*<9Et0Acfc$fl?U Et 2 0?rJpx. ftSTt 
SifctttJMtLte. ISAfciFttU i«ffi£*ft-f £ k . 
3.25gf#W^. i<0»ft***«lKl7CffifcTlll«a 

Ct'(l(5'#-cOX4t-/ t- ( SIPJjgiSBAPW^ Rf=0.44) £ 

6k, jSfe7W7rx^ l.7g#ft£>fifc. <I<l£ 
T'Oa*R${i53J:t'35o^. 7C*##r C17H24N4O5 MW 
364.39 ItWil C 56.03. H 6.63. N 15.37. #ffi41 C 
53.91. H 6.71. N13.82. 

[0032] mm 1 5 CTyr-Ser-Pro<DN-7-fef^ 
4t, C-7 5 h'-ft*(Ac-YSP MiXn-StfO 
mm 1 4 T»6ilfcBP NH 2 0.8g (2.25 

fc s n-asi l.og (75 >j*;io *jnis Mwmzim 
*<o*t=»«f l, EtoAc lomiT'smatbs-ijo^t*)! 

**BSB»"t*k*H&7 J 6;P7 r x*:».87g (JR$ 95 

Z) ^cotOfiTLCT'^-X^-y h (S 

HiflSEBAPW^ Rf=0.56) £5-ltz, 
[0033] HifefRJ 1 6 CGlu-Arg-Pro(ERP)cO^- 

Boc-Arg(N0 2 ) l/2Ac0Et I/4H2O 3.7g (105 'J , P 
roOBzl HCI 2.4g (10 5 V^Jl) , HOBt 1.5g (115 'J * 
JV) tWSCD HCI 2.1g (11.05 iMt. li« 

1 tm&tZ%J&Zit-C!mL. Boc-Arg (NO2) -ProOBzl $r 

immt ix ntz. %t>titzmtt®zm.mit®miz 

mmtiz. »fehfc}*K«Jfc:Z-Glu(Bzl)1.7g (5.05 
y^;U) , HOBt 0.75g (5.75 y^) , WSCD HCI l.lg 

(5.55 Ut/W) SrJSTL. UttM 1 k HfttRKL 
fc. »^flfc«Kt*^*«EtOAct»J»Lfca, Et 2 0^ 

L2. 3giO*S B B a 5:f#7t. iWfe B H S:7K*««!^7T;ffiT-^fS 
JKB^Ws*RJtS*tf«r ^ . ft h titzWk H7rf7? 
X G-10^5AT'«KLT. TLCX'%.-<r>ZX v V 
( SH^BAPWl Rf =0. 007) £5-l&7 7?i/z>Z 

wmi. mm*ixte&T^7Txtt.Bmm 

1.3g*ftfc. lZ£X'COMMW.mt32%X'foitz, 7C# 
^•flf CieHssNsOe MW 400.44 ffjffi C 47.99, H 7.05. 
N 20.99. ftflfffi C 45.84, I! 7.55. N 19.52. 

[0034] mMft 1 7 CGlu-Arg-ProON-7-fef-^ 
4L#(Ac-ERP)^^] 

mm&ii 6xftL>tvfz erp i.ig (2.75 y^/w) ic. n- 

ASI l.lg (7.15 UtyU) SrjDx.. -Wm&Xlffl I 

tz. gumtrnm. *7rf?n g-io x?7at'» 
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7W7rX«lW?|| 0.80g*>'#^^?t. ZZtX'COM 
%lRm ibllXfo-otz, Z CO h <7>»i T L C -C#-X X v 

v mwmmmik Rf=o.i6) £4^. & 8 

HsoNeO? MW442.47 ftWffi C48.86, H6.83, N18.99. # 
tlfffi C45.89, H7.03, N18.07. 
[0035] 1 8 CGlu-Arg-Pro<7)C-7 $ Hit 

ft(ERP NH 2 )C0^3 

Boc-Arg(N0 2 ) l/2AcOEt 1/4H 2 0 3.7g (lO.OS'J^ 
)V) . ProOBzl HC1 2.4g (105 WV) . HOBt 1.49g 10 
(11$ tWSCD HC1 2.1g(115U^) £M 

9kt%M 1 b fflMzfctfi I , EtOAc^fobO^nn 

EtOAcSrJptSfcaSUJt. $fetCEt20SrJP 

tzVctmzTtjy^r-is 3 >t®, w±%mitz. zn 

fcZ-Glu(Bzl) 1.7g (5. OS VtH) , HOBt 0.75g (5.5 

5 Wl) SrflnxWSCD HC1 l.lg (5.7$ Wl<) £WF 20 

u mmm 1 1 mmizzm i . jassrLfcft, ^a-c 

&?:££S» cO^^RJCSrtr^ -3 fcft, *b 7 t f -y ? X 
G-lO^ATltigLT, TLCttJW^^v N 
(JSIM&BAPW^ Rf=0.21) 075;yH>-m^ 

tt^SWc. ztiizftmHZtoiXteihmK'lrM 

~t& to.2&mt>tiK . zzt xcom'g.w.mmxh o 

7C5ft:/}fr C16H29N7O6 MW399.45 ItWtt C 48.11. H 
7.32, N 24.55. ftffifl C 46.61, H 6.92, N22.34. 
[0036] gjfeM 1 9 [Pro-Thr-Trp(PTW)0£ 30 

A] 

Boc-ThrOSu 3.7g (12$ Wl?) , TrpOBzl HC1 3.8g (1 
2 5 'J ) tfODMF?§?g(C, *^fit^Ts TEA$rJfli.T, P 

b W\®Wmm l X , Boc-Thr-TrpOBzlSrffi^!ftfc LT 

ttfe. »>T3«l«li:W!WclKWlLt, Boc^£|& 

£Uf<bfl*M(CZ-Pro 2.8g (11$ 'J W ZMl. 
DCCD 2.5g (12$ CODW lOnlffi&ZffiTl. 4°C 

■c-«Rjii**t. ttaMfc*HM& rja*«ff«ia 

U Wll k HUMcJBHLT 7*^7 rxfl^j 4.21s 40 

imt>ti/z. zcoo ^gZimmmTLmxummz & 

X G-10*5AT«S^LT. TLCTUW-Xijfyf 

(mmmmwm Rf=o.33) ^ti79^^ayiM 
xcommmtmxh~>tz> jmfttft C20H25N4O5 mw 

402.22 ff-gfl C 59.69, H 6.51, N 13.91. fr&Hfi C 5 
5.90, H 6.41, N 12.75. 

[0037] HSfcffl 2 0 CPro-Thr-Trp NH2 (PTW N 50 



8BW9-1 6 9797 

1 2 

Boc-ThrOSu 6.0g (19$ UtA/) £DMF SOilfcJSdU T 
rp NHzJgg&g 4.6g (19$'j*/l<) kHOBt 2.9g (21$ U 

TEAfcjR&llU pH7~8"C*6;fc*«BttWSCD HC1 4.1 
g (21$ DMF lOmlJMSrflO*., 4*C"e-*<RJ6 

s-ttfc. u mzwmffik EtoAc 500 

WftBoc-Thr-Trp NHt MlfittUffllfi: LT8.3g(87X) H# 

7.2g (16$ 'J ^,98%) £f#Jt. ftwc^iifc: Z-Pro 
4.1g (16$ D^) , HOBt 2.5g(18$y ; t;W) . WSCD H 

ci 3.5g (18$ zdoi. mmmib^mzKm 

ZittHMLX. Z-Pro-Thr-Trp MtZT^V T XWn 
b LT7.38(70%)£f|fc. ZC07W7 rX«ft2.5gtl 

0% Pd/c tiztoixm&mi b®mz%.& ■ mm. jk 
-t7rT7^x g-io^7at'«ml, mmmt 

k, m-^iK-y h (ISfflOTAPW^ Rf=0.47) *»6*4 
@6<j!fSj 1.0g*^#^iX^. 7CS^Pf C20H27N5O4 MW.401. 
33 H-Wfi C 59.80, H 6.78, N 17.46. Mfffi C 57.6 
3, H 6.94, N 16.27. 

[0038] 2 1 CPro-Thr-Trp NH 2 (ON-7-t 

f-VHfcft: ( Ac-PTW NH 2 ) CO£& ] 

Mfe#j2 OTlf^fL^PTW NH 2 0.95g (2.4$ 'Jt/lO {C 

N-Asi o.9g (6$>j*^) £Hui. m&x-mKfc£-£ 

i§*>U ; nn^;u : ^^7-/1-= 3 0 : ICOUW.X' 
miKisVtiyil C-200 (»**$^M) /7 7A(F*tf£ 
2.6cmXft$45ci)(CjffltL. ^DD^A: p<^/-^ 
= 30: 1 Sffi 400ml , 10 : Hi 300ml , ^ ^ 7- 
;KO^500ilT^iai$-*, #77^y 3 7 (^lOnil) £ 
TLCtfi7?fi 75?ya ^72*»^75iT'$rS^ 

fc. mm&mm. nm^a.co^mmimmmti 

bm&7*Jl7TZWfo 0.8g* ? #^fL^. ii^T'CO 

KHBIBWIBAPW^ Rf-0.64)*4i3t. TC^^ff C22H 
29N5O3 W443.50 IfSffl C 59.58, H 6.59, N 15.79. 
#$ff£ C 56.98, H 6.54, N 15.34. 
[0039] HIW 2 2 CthioPro-Thr-Trp(P'T 

Boc-ThrOSu 3.7g (12$ VW , TrpOBzl HC1 3.8g (1 
2S'J^;P) cODHTOt, *?W»ffT, TEA£Jni.T, P 

in-&x'foizb%mm, -WLfcmztt, mt&mib 

WimiZimWlX. Boc-Thr-TrpOBzlS:?i^k LTff 

a. &^xmmi b®mzmMmixzoc£*M& 

U f#^.il^»?l(CBoc-thioPro2.8g (12$ U*/!') S: 
jQi, HOBt 1.784g (13.2$ U*^) , WSCD HC1 2.53g 
(13.2$ WU) CODMF lOml^SrJgTt, AVX'~ % 
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m 1 1 nmimm ix tw? t ^mi t>3$mt>ii 

fc. i] -yrU y?\zX Off ^il^Boc-thioPro-Thr-TrpO 

Bzi 6.3gcoHFt i mmmcowmiaTcomo^if^ 

tz. Boc-thioPro-Thr-TrpOBzl 6.3g£10^lT. Ztl 
Z'iimiZi. OWrlfc. HP*>. Boc-thioPro-Thr-TrpOBz 

tz l u^gv ^fc . RjcS£3s£ H 5 4 74 * -T -fe h yfg 
f^»T> HF 100ml $r*A, OKJTIIMWW L&#£> 

racs-tbs. *a7*tu-*-"CHF£«Eite6U s? 

*}Ml00ml tT?§»l I s 50ml <T> yXj-JlX- rlUX' 2 
BiSfcfrU 8#f!>f-:t7-V-/W£l$£U:. PiS* 

?OD*/l^-;<?y-/kiSM (5 : 1 ) fcJfflifU ^ 

!|$!l£ISfc. >K*0.6g. TLC (BAPW^Rf=0.62) 
*#, y b£4;t.fc. 7C*^fr C19H26N4O6S MW 420.53 
ttHtfl C 54.22.H 5.99, N 13.35. Wrffi C 55.90, H 
6.41, N 12.75, 

[0040] mi&ffl 2 3 CD-Pro-Thr-Trp NHz (D- 
PTW NHz : Pro(iD#:)(7)^)g] 

Boc-ThrOSu 3.7g (125 U^IU) , TrpOBzl HC1 3.8g (1 

2$yW <3DMF*»fc, *Htf«Fr\ tea* an*.?, p 

H7-8T*Sifc*«afft, -IftRiEStffc. Hjfttffll fc 
[aj^t-f^att, Boc-Thr-TrpOBzl Sr^^fSj fc Itte 
fc. av^TlQtWl fcRKfcl«S8L"ts Boc££-|&£ 
U i^ftfcJ&lCZ-D-Pro2.8g (115 y^/V) £flQ 
X, DCCD 2.5g (12$y*/V) cODMF lOil^fciST 

r 7 ? XG-10/y 7 ATffifS! IX , TLCTJ1{J#-^jK -7 

&$Ll.40g (ilgiR*30%) £#fc (BAPW5K Rf=0.3 
3) . 7E*##T C20H25N4O5 MW 402.22 ftgffi C 59.69, 
H 6.51.N 13.91. ftVm C 55.90.H 6.41, N 12.75. 
[004 1 ] MkM 2 4 CGlu-D-Arg(E-D-R: Arg 

Z-Glu(Bzl)OH 3.4g (10$y*/V) . D-Arg(N0 2 )OBzl To 
s 4.82g (lOSU^) , HOBt 1.5g (US >J*;W) £DM 
F lOOmlfcigJS?, ft&T, WSCD HC1 2.1g (lU'J^/P) 

mat. %mmi tR«{cR*ss*, ftjaaHro-c. 

Z-Glu(Bzl)-D-Arg(N02)OBzlcO?M^5.3g ( 8 5 

;P) Srftfc. ;^4^^«Ml7Cj£tTK«iiRjSS: 

tfV\ *7rf7^G-10*7At«SU TLCTW 

mm. mn&mrriti. m^r^yrxmsttx 

1.82g ( 6 5 yje/P) £f§fc (TLC: BAPW& Rf=0.5 



8) #$¥9-169 7 97 

1 4 

8) . 7C*^*f C11H21N5O5. MW 303.33 lt»ffl C 43.5 
2, H 6.92, N 23.14. fttffffi C 42.98, H 6.88, N 2 
2.76 

[0042] toitffl 1 ruTT-^mmm 

fc. BP*>, TEO*«7nf 7— tf<0*»«S:aiJffltH 
ML, fftm^Mctm^iJ^U^rf-K (A~ 

Q) ZtolXlTC, 104HSH y^^-hU l-^n/W 

Bffigt by ^ A, 9H. g*g£7 h 'J ?i>.<Z>a£*»ire 

10 RJESrffik 3 340, 450mCO2»£t;:J:4iS3fcS 

fcWgU #«^7^K|SI<9ffl*t«g (%) fc LT0 

1 (01 ) , 02 (02) . 03 (04) mm$ (0 

4 ) fc^Lfc. 

7"7XSy?f^ : 20^<g$-10jt<M BocVal-Leu 

-LysMCAS-^wts y ymmmmizmm itc. 

hnyh>}§?R: inyt'y l.lng$rl50mM NaCl, 2.5m 
M CaCh, 10//M BocVal-Pro-ArsMCA£-£3tf£ 5 OmM 
hUJUBKHffiK (PH7.5) 

b 0?is>&%. : h 'J/yy 25ng£l0juM Sue 
20 Leu-Leu-Val-TyrMCASr-^W'tS 0 yW^W&i-ZMMl 
fc. 

h'J7Vy?M: hVTi/y lOOngSrlnM EDTA S IOjuM 
BocPhe-Ser-ArgMCA$:-^Wt"l) 'J VSSfgffi^t^W L 
fc. 

X7X^-*'?M:X7^^-t' 15^g^lmM EDTA, 10 
MM SucAlaProAlaMCA5:^-tS50mMh yxJg|g{f^ 
( P H8.8) tJgWLfc. 

>70^7— fe'i®?g : <7Pdf7-Hf lmUS-lmM EDTA N 10/^ 
M Pyr-Gly-ArgMCA££W-f& 'J XlgSW^jSWPtfc. 
30 ^f-T^yBJSIJR : 7>T7°^yB 350^U5-2mM EOT A, 2mM 
DT1\ 10^M ZArg-ArgMCA^^-tl)50mM MES^»?S (p 

H6.0) izmmwz. 

JVU yffim : 'VU y 2.5ngl:2mM EDTA, 2mM DTT, 1 
OxxM ZPhe-ArgMCASr^-^-tl>50mM MES^ffi® ( pH 5 . 

5) K»»Ufc. 

f-^-Hf 100//USr5mM MgCh, 10x<M LeuMCA$r##7i> 
50mM h'J^ffiiamfill(pH7.4) «§»Lfc. 
[00433 

40 [ iMijfl>3Mi ] *»hb t x y , h y f - h . 

H2lV*it^^»BI****t4^<*rffl*7Dr7- 

[0 1 ] ^^7f - FcO#&Tnf 7— tr'?S14ftffffl 
50 Sr*'tBI'C*4. 



10/12/2004, EAST Version: 1.4.1 



1 5 

[02 ] &tfL^?+vw&mrvTT~*feWtftm 

A : ThioPro-Thr-Trp 
B : D-Pro-Thr-Trp 
C : Glu-Arg-Pro 
D : Glu-Arg-Pro- 7$ F 
E : Glu-Arg 



(9) «pBB¥9- 1 6 97 97 

1 6 

F : D-Glu-Arg 
G : Glu-D-Arg 
H : Pro-Phe-Pro 

I : Pro-Phe-Pro-7 S F 
J : Pro-Thr-Trp-J&$& 

K : Pro-lys-Pro-7 5 F 
L : Tyr-Ser-Pro 

M : N-T-bf-^Pro-Phe-Pro-75 F 
N : Pro-Tyr-Pro-7 $ F 
10 O : N-7^^l/-Pro-Tyr-Pro-7S F 
P : Pro-Tyr-Pro-X;I/*>g#& 
Q : Tyr-Ser-Pro-7 5 F 



[03] 
Activity 00 



0 50 100 150 200 25D 300 




B(a)Plasmin 

■ (b) Thrombin 

□ (c)ChyfiQtrypsln 

■ (d) Trypsin 

■ MEIasttM 

■ (f) Urokinase 

■ (ffJCathepcinB 

■ (h) Papain 

■ (i) Leucine aninopaptidasa 



03. GHZ'*?* KWMtfPrr— tf£tt«s#ffl 
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- * NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1 .This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2 **** s h ows the word which can not be translated. 
3. In the drawings, any words are not translated. 



CLAIMS 



[Claim(s)] 

[Claim 1] Tripeptide shown by Pro-A-B (however, A=Phe, Lys, Asn and Tyr, Thr;B=Pro, and Tip are 
shown.), or protease activator which contains those salts accepted physiologically as an active principle. 
[Claim 2] Tripeptide shown by C-D-Pro (however, C=Tyr, Glu, Pro;D=Asn, and Ser, Arg and Tyr are 
shown), or protease activator which contains those salts accepted physiologically as an active principle. 
[Claim 3] Tripeptide shown by Thioproline-Thr-Trp, or protease activator which contains those salts 
accepted physiologically as an active principle. 

[Claim 4] Protease activator which contains the dipeptides shown by Glu- Arg, or those salts that were 
accepted physiologically as an active principle. 

[Claim 5] Protease activator given in any 1 term of the 1st term of a patent claim characterized by being 
the derivatives by which the amino terminal of tripeptide was acylated, or those salts that were accepted 
physiologically - 4 term. 

[Claim 6] Protease activator given in any 1 term of the 1 st term of a patent claim characterized by being 
the derivatives with which the C terminal of tripeptide was amidated, or those salts that were accepted 
physiologically - 4 term. 



[Translation done.] 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1 .This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



DETAILED DESCRIPTION 



[Detailed Description of the Invention] 
[0001] 

[Field of the Invention] This invention relates to the constituent containing the peptide which has 

activity useful as protease activator. 

[0002] 

[Description of the Prior Art] Research of the inhibitor of thrombin activity is known about using the 
tripeptide and its derivative as drugs (journal medical chemistry: vol.37, p.2122, 1994 year **:vol.36, p. 
1993 [ 300 or ]). Moreover, the development research as drugs of a comparatively short peptide and its 
derivative is seen by for example, a ****** No. 502154 [ four to ] official report, a ****** No. 502306 
[ four to ] official report, a ****** No. 502308 [ four to ] official report, a ****** No. 502309 [ four to ] 
official report, etc. In these researches, a prolyl radical is contained in the amino acid sequence of the 
peptide, and the number of amino acid of the die length of an array is five or more. These peptides can 
also be said to be the TNF amelioration peptide guided from the tumor necrosis factor (TNF). Thus, 
some researches which use a short peptide as drugs were made, that intracellular is easy to be 
incorporated considers a short peptide enough - having - in addition - and since it is decomposed in 
the living body and they serve as harmless amino acid, it is thought that the side effect over 
administration to a living body is hardly produced. Therefore, it is thought that these short peptides 
begin cancer and can serve as promising drugs as a remedy of other diseases in the future. 
[0003] Conventionally, about activation of a protease, many reports have been made as one of the 
reactions in the field of inflammation. However, many of these reports are generation of the plasmin by 
activation of the plasminogen according [ the good example ] to urokinase or a plasminogen activator 
about the precursor of a protease acting as an activity protease in response to activation. Although 
activation by the trypsin of a chymotrypsin etc. is one of those there is no example not much and were 
generally known well, if the retrieval research report of the matter which activates the protease itself on 
the other hand moreover serves as protease activator of a small peptide with low-molecular, there is an 
old place. [ no ] 
[0004] 

[Problem(s) to be Solved by the Invention] The object of this invention is to offer the short peptide 
which has the activity as protease activator, and the object of this invention still more specifically has it 
in offering the protease activator containing the tripeptide which has a specific amino acid sequence, 
dipeptides, or those derivatives, and it is for other objects of this invention to offer the remedy 
constituent containing the salt accepted physiologically [ the tripeptide which has a specific amino acid 
sequence, a dipeptide, or its derivative ]. 
[0005] 

[Means for Solving the Problem] It traced that it was a protein-protein interaction that this invention 
persons have determined the important metabolic fate wholeheartedly among the metabolic fates which 
constitute the growth mechanism of a cancer cell as a result of examination, and since the peptide 
equivalent to the joint domain of the protein concerning this interaction was able to control the function 
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of this protein, I thought that such a short peptide was useful as an anticancer agent. 
[0006] Then, various oncogene products in order that the amino acid sequence of promising tripeptide 
may predict, For example K-Sam, Yes, Ret, Kit and Fms, ErbB, Met, Ros, Sea, Trk, Src, Fgr, Fyn, Lyn, 
Lck, Hck, Abl, and Arg etc. - the consensus sequence of the oncogene product which has the array 
further called the Sark homology (SH) domain was searched, and it searched for the tripeptide thru/or 
the dipeptide which predicts those junction sequences and is equivalent to the domain. Consequently, as 
tripeptide, Pro-Phe-Pro, Pro-Lys-Pro, Pro-Asn-Pro, Pro-Tyr-Pro, Tyr-Asp-Pro, Tyr-Ser-Pro, Glu-Arg- 
Pro, Pro-Tyr-Trp, Thiopro(Thioproline)-Thr-Trp and such N-acetyl object, or C-amide object was found 
out, and Glu-Arg, D-Glu-Arg, and Glu-D-Arg were found out as a dipeptide. Although their eyes were 
turned to the drug retrieval by preventing proteinic association in the above research, it found out that 
some which have the activity as protease activator were in the peptide compounded to the completely 
unexpected thing. This invention is made based on the above knowledge. 

[0007] That is, this invention is 1 . Tripeptide shown by Pro-A-B (however, A=Phe, Ly s, Asn and Tyr, 
Thr;B=Pro, and Trp are shown.), Or the protease activator which contains those salts accepted 
physiologically as an active principle, 2. Tripeptide shown by C-D-Pro (however, C=Tyr, Glu, 
Pro;D=Asn, and Ser, Arg and Tyr are shown), Or the protease activator which contains those salts 
accepted physiologically as an active principle, 3. Tripeptide shown by Thioproline-Thr-Trp, Or 
protease activator, 4. which contain those salts accepted physiologically as an active principle The 
protease activator which contains the dipeptides shown by Glu-Arg or those salts that were accepted 
physiologically as an active principle is offered. 
[0008] 

[Embodiment of the Invention] As an amino acid sequence of the tripeptide concerning this invention, 

they are Pro-Phe-Pro, Pro-Lys-Pro, Pro-Tyr-Pro, Tyr-Ser-Pro, Glu-Arg-Pro, Pro-Tyr-Trp, etc. As an 

amino acid sequence of the dipeptide concerning this invention, it is Glu-Arg etc. 

[0009] In this invention, that by which the amino acid of the amino terminal of the above-mentioned 

tripeptide and a dipeptide was acylated, the thing by which the amino acid of a C terminal was amidated, 

and the thing with which ends were embellished like the above are also used. 

[0010] As an N-acylation derivative of the tripeptide of this invention, and a dipeptide, it is a formyl 

group, an acetyl group, an aryl carbonyl group, and an aromatic series carbonyl group derivative, and the 

amino group, an alkylamino radical, and an aromatic series amino-group derivative can be raised as a C- 

amidation derivative. 

[001 1] As a salt accepted physiologically [ the tripeptide of this invention, a dipeptide, and its 

derivative ], a hydrochloric acid, a citric acid, a phosphoric acid, a tartaric acid, a lactic acid, an acetic 

acid, a formic acid, a fumaric acid, a maleic acid, a succinic acid, etc. are raised. 

[0012] Composition of the tripeptide concerning this invention, a dipeptide, and its derivative is the 

Japanese Biochemical Society edit ******** experiment lecture 2. As proteinic chemistry (below) has a 

publication, it is easily compoundable by any approach of a solid phase technique or a liquid phase 

process. 

[0013] Purification of the tripeptide concerning this invention, a dipeptide, and its derivative can be 
performed by the usual approaches, such as a silica gel column chromatography and an ion-exchange 
column chromatography. There is no definition also in an eluate and it can use the usual organic 
solvents, such as water, a methanol, and chloroform, for it. 

[0014] It is 1 -ethyl about the amino acid of the commercial item which protected the carboxyl group by 
benzyl (Bzl radical) first when describing composition of the tripeptide concerning this invention, a 
dipeptide, and its derivative in more detail. - 3 -(3-dimethylaminopropyl)- It condenses using 
condensing agents, such as a carbodiimide hydrochloride (WSCD HC1) and dicyclohexylcarbodiimide 
(DCCD), and a dipeptide is obtained. As a solvent used for the condensation reaction of the tripeptide of 
this invention, and a dipeptide, N.N-dimethylformamide (DMF), dimethyl sulfoxide (DMSO), an 
acetonitrile, 1,4-dioxane, tetrahydro furans (THF), and such mixture are suitable. Clearance of the 
protective group of tripeptide and a dipeptide can use the hydrogen catalytic reduction method or 
liquefaction hydrogen fluoride (HF) which made the catalyst a trifluoro methansulfonic acid method 
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(TMSFA law), and palladium/carbon. Generally as a solvent used with a hydrogen catalytic reduction 
method, it is used, and is satisfactory. A methanol (it may outline Following MeOH), acetic acids, or 
such mixture are suitable. The general approach of thin-layer chromatography (TLC) can be used for the 
reaction progress in each synthetic step, or the check of purity. In an expansion solvent, the check of a 
spot can use the hydrogen bromide (HBr)-ninhydrin method using a chloroform-methanol system and an 
n-butanol-acetic-acid-pyridine- water (4:1:1:2) system. 

[001 5] Although there is especially no constraint except the protease activator of this invention 

containing the tripeptide obtained as mentioned above, a dipeptide and its derivative, or those salts that 

were accepted physiologically as an active principle, the additive usually used on the occasion of 

pharmaceutical-preparation-izing of a compound may also be included. 

[0016] Although the origin and a class are not asked, it is the thing of the Homo sapiens origin 

preferably, and plasmin, a thrombin, a chymotrypsin, a trypsin, elastase, urokinase, cathepsin B, a 

papain, and a leucine aminopeptidase are [ that what is necessary is just a protease as a protease which 

the protease activator of this invention can activate ] desirable as a protease. 

[0017] This invention is not limited by this although an example explains this invention concretely 

below. 

[0018] 

[Example] 

Example 1 [Composition of Pro-Phe-Pro (PFP)] 

Boc-Phe 2.7g (10 millimol), ProOBzl HC1 2.4g (10 millimol), and 1 -hydroxy benzotriazol (HOBt) 1.5g 
(1 1 millimol) were dissolved in DMF 30ml, and WSCD HC1 1.7g (1 1 millimol) suspended in DMF 
10ml was dropped at the bottom of ice-cooling stirring, triethylamine (TEA) - after adding 1.8ml and 
checking that it is pH 7-8 with the omnipotent pH indicator paper, it stirred at the room temperature all 
night. After filtering and removing the precipitation which deposited and carrying out vacuum 
concentration of the filtrate, 300 ml ethyl acetate (EtOAc) was added and it washed in order of 10% salt 
(NaCl) water solution of 4% sodium hydrogencarbonate (NaHC03), 10%NaCl water solution, 10% 
NaCl water solution of 0.4M citric acid, and 10%NaCl water solution. Anhydrous sodium sulfate 
(Na2S04) was added to the EtOAc layer, reduced pressure distilling off of the solvent was carried out 
after dehydration, and reduced pressure hardening by drying of the residue was carried out in the 
desiccator. It is 4 Ns to this hardening-by-drying object. A hydrochloric acid/dioxane 40ml, thioanisole 
4ml was added and it reacted under ice-cooling for 2 hours. Dioxane after carrying out vacuum 
concentration of this The actuation which adds and condenses 50ml was repeated twice, and the 
actuation which adds and condenses diethylether (Et20) similarly was repeated twice. Z-Pro 1.5g (6.2 
millimol) and HOBt 0.84g (6.8 millimol) were added to the hardening-by-drying object which carried 
out reduced pressure hardening by drying of this, and it dissolved in it at DMF 30ml. WSCD HC1 1.2g 
(6.8 millimol) suspended in DMF 10ml was dropped under ice-cooling stirring. After preparing to pH 7- 
8 by TEA 1 .6ml, it was made to react at a room temperature for 1 .5 hours. After making it react at 4 
more degrees C all night, the precipitation which deposited was filtered and removed and vacuum 
concentration of the filtrate was carried out. EtOAc 300ml was added and it washed in order of 10% 
NaCl water solution of 4%NaHC03, 10%NaCl water solution, 10%NaCl water solution of 0.4M citric 
acid, and 10%NaCl water solution. Anhydrous Na2S04 was added to the EtOAc layer, reduced pressure 
distilling off of the solvent was carried out after dehydration, and reduced pressure hardening by drying 
of the residue was carried out in the desiccator. A hardening-by-drying object is dissolved in a small 
amount of methanol (MeOH), and it is sephadex. Separation purification was carried out in LH-20 
column (bore [ of 3cm ] x die length of 55cm). It was eluted with this solvent and fractionation was 
carried out in 5 minutes (about 8ml) per one fraction. By TLC (Kieselgel 60F254 the system of 
chloroform-MeOH was used for the expansion solvent.), after the check, the fractions containing the 
specified substance were collected and reduced pressure hardening by drying was carried out about each 
fraction. This was dissolved in the mixed liquor of MeOH 20ml and a 20 ml acetic acid (AcOH), and it 
stirred under the nitrogen air current. It is stirring A stop and 10% After adding palladium / carbon 
(Pd/C) (51.60% hydrated compound) 2.0g and leading a hydrogen air current, it stirred violently by 
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ordinary temperature ordinary pressure, and the reaction was started. After it permuted the stop in the 
place which absorption of hydrogen ended and nitrogen gas permuted hydrogen gas for stirring, the 
catalyst was carried out the ** exception. Water was added to what carried out vacuum concentration of 
the filtrate, and vacuum concentration was carried out once again. It is sephadex about a concentrate. 
Separation purification was carried out in G-10 column (bore [ of 2.6cm ] x die length of 60cm). It was 
eluted with water and fractionation was carried out in 5 minutes (about 10ml) per one fraction. The 
purity of each fraction was checked by TLC (n-butanol:acetic-acid:pyridine:water =4:1:1:2 (BAPW 
system) was used for the expansion solvent.) (Rf value 0.39), the fractions which give the spot of the 
specified substance individually were collected, and reduced pressure hardening by drying was carried 
out. This hardening-by-drying object is dissolved in 15ml water, and it freeze-dries, and is the colorless 
amorphous-like specified substance. l.Og It obtained. The overall yield so far was 28%. Elemental 
analysis C19H25N304 MW.359.43 Calculated value C 63.49, H 7.01, N 1 1.69. Analysis value C 59.41, 
H7.42,N 10.66. 

[0019] Example 2 [Composition of N-acetylation object (Ac-PFP) of Pro-Phe-Pro] 
Pro-Phe-Pro 1 .2g (3.3 millimol) obtained in the example 1 is dissolved in 10ml of water, and it is this. 
N-acetyl succinimide (N-ASI) 1.5g (10 millimol) is added, and it is 1 N. pH was stirred at the room 
temperature after preparation to about 7 with the potassium-hydroxide water solution all night. Sephadex 
after condensing reaction mixture Separation purification was carried out in G-10 column (bore [ of 
2.6cm ] x die length of 60cm). The colorless amorphous-like specified substance which will give a 
single spot (expansion solvent BAPW system Rf=0.56) by TLC if each fraction is checked by TLC and 
concentration hardening by drying is carried out 1.2g (90% of yield) was obtained. Elemental analysis 
C21H27N305 MW.401.46 Calculated value C 62.83, H 6.78, N 10.47. Analysis value C 59.69, H 6.50, 
N 10.97. 

[0020] Example 3 [Composition of C-amidation object (PFP NH2) of Pro-Phe-Pro] 
Boc-Phe 2.3g (8.8 millimol), Pro NH2 l.Og (8.8 millimol), and HOBt 1.33g (9.8 millimol) were 
dissolved in DMF 30ml, and it suspended in DMF 10ml under ice-cooling stirring. WSCD HC1 
(MW1 15.24 36.46) 1.7g (8.8 millimol) was dropped. After checking that it is pH 7-8 with the 
omnipotent pH indicator paper [ TEA 1.7ml ], it was made to react at 4 degrees C all night. It processed 
like the example 1 after the reaction, and Boc-Phe-Pro NH2 was obtained as colorless oily matter. It is 4 
Ns to this. A hydrochloric acid/dioxane 16ml, thioanisole 1.5ml was added and it stirred under ice- 
cooling for 1 hour. It processed like the example 1, Z-Pro 2.0g (7.9 millimol) and HOBt l.lg (8.8 
millimol) were added to the obtained residue, and it dissolved in DMF 20ml. WSCD HC1 1.7g (8.7 
millimol) suspended in DMF 10ml was dropped under ice-cooling stirring. After preparing to pH 7-8 by 
TEA 1.5ml, it was made to react at 4 degrees C all night. The same processing as an example 1 was 
performed after the reaction, and the oily matter of Z-Pro-Phe-Pro NH2 was obtained. It is sephadex like 
an example 1. LH-20 column refines, and by TLC, a single spot is obtained mostly, it continues, and 
they are after a deprotection reaction and sephadex by the hydrogen catalytic reduction method. G-10 
column refines, and it is made to crystallize from Et20, and is a colorless crystal. 0.2g (BAPW system 
Rf=0.48) was obtained. The overall yield so far was 39%. Elemental analysis C19H26N403 
MW.358.44 Calculated value C 60.37, H 7.31, N 15.63. Analysis value C 60.48, H 7.38, N 14.55. 
[0021] Example 4 [Composition of N-acetylation of Pro-Phe-Pro, and C-amidation object (Ac-PFP 
NH2)] 

It is the specified substance by adding 6ml of water, dissolving in PFP NH2 l.Og (2.8 millimol) obtained 
in the example 3, and reacting and refining like an example 2. 0.9g (80% of yield) was obtained. This 
gave the single spot (expansion solvent BAPW system Rf=0.62) by TLC. Elemental-analysis 
C21H28N404 MW.400.25 Calculated value C 62.98, H 7.05, N 13.99. Analysis value C58.91, H6.68, 
N13.01. 

[0022] Example 5 [Composition of Pro-Ly s-Pro (PKP)] 

It dissolved in 400ml EtOAc and Boc-Lys (Cl-Z) t-Bu NH2 3.5g (7.1 millimol) was washed in order of 
10%NaCl water solution of 0.4M citric acid, and 10%NaCl water solution. Anhydrous Na2S04 is added 
to an EtOAc layer, reduced pressure distilling off of the solvent is carried out after dehydration, and it is 
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the shape of amorphous. Boc-Lys (Cl-Z) was obtained. ProOBzl HC1 1.7g (7.1 millimol), and HOBt 
l.Og (7.7 millimol) and WSCDHC1 1.5g (7.8 millimol) were added to this, it reacted and refined like the 
example 1, and Boc-Lys(Cl-Z)-ProOBzl was obtained. Acid treatment of the obtained hardening-by- 
drying object was carried out like the example 1, the Boc radical was removed, Z-Pro 1.7g (6.8 
millimol), HOBt l.Og (7.5 millimol), and WSCD HC1 1.5g (7.8 millimol) were added to the obtained 
residue, it reacted and refined like the example 1, and oil-like Z-Pro-Lyz(Cl-Bzl)-ProOBzl was obtained. 
Furthermore, it is sephadex about this. LH-20 column (bore [ of 2.6cm ] x die length of 60cm) refined, 
the fractions which give an almost single spot by TLC were collected, and reduced pressure hardening 
by drying was carried out. Et20 melted to little EtOAc was added to this, and it crystallized by cooling. 
A crystal is separated, reduced pressure hardening by drying is carried out in a vacuum desiccator, and it 
is a colorless crystal. 2.68g was obtained. This crystal was dissolved in AcOH 36ml and MeOH 24ml, 
and all protective groups were removed with the hydrogen catalytic reduction method like the example 
1 . Sephadex Separation purification was carried out in G-10 column (bore [ of 2.6cm ] x die length of 
60cm). When each fraction is checked by TLC (expansion solvent BAPW system Rf=0.009), the target 
fraction is collected and condensed and it freeze-dries further, it is the colorless amorphous-like 
specified substance. 1.4g was obtained. The overall yield so far was 63%. Elemental analysis 
C16H28N404 MW.340.42 Calculated value C 56.45, H 8.29, N 16.34. Analysis value C54.06, H8.59, 
N15.27. 

[0023] Example 6 [Composition of N-acetylation object (Ac-PKP) of Pro-Ly s-Pro] 
Amorphous-like object of Pro-Ly s-Pro obtained in the example 5 1.2g (3.8 millimol) was dissolved in 
10ml of water, N-ASI 1.6g (1 1.3 millimol) was added after adjusting a solution to pH7, and it stirred at 
the room temperature overnight. After carrying out concentration hardening by drying of the reaction 
mixture, residue is dissolved in a small amount of chloroform (CHC13). CHC13: Silica gel produced 
with the solution of MeOH-10:l In C-200 column (bore [ of 2.2cm ] x die length of 33cm), by 300ml of 
solutions of CHC13:MeOH=10:l after regular placing And you made it eluted only in MeOH and 
fractionation was carried out to about 10ml fraction, each fraction was checked by TLC, even the 
fractions 102-1 15 which give the spot of the specified substance were collected, and concentration 
hardening by drying was carried out. Colorless amorphous-like object which will give a single spot 
(expansion solvent BAPW system Rf=0.40) by TLC after dissolving this in little water if it freeze-dries 
1.25g (76%) It was obtained. It was satisfied with the nuclear-magnetic-resonance spectrum (NMR) of 
the location of a signal. 1H NMR(DMSO-d6, delta) 1.82 (3H, s) 2.15 (3H, s). 
[0024] Example 7 [Composition of Pro-Lys-Pro NH2 (PKP NH2)] 

Boc-Lys (Z) 3.5 g (9.2 millimol), Pro NH2 l.lg (9.2 millimol), HOBt 1.34g (9.9 millimol), and WSCD 
HC1 1.95g (10 millimol) are reacted and refined like an example 1, and it is the specified substance. 
Boc-Lys(Z)-Pro NH2 was obtained as colorless oily matter. To the residue which processed like the 
example 1 and was obtained, Z-Pro 1.5g (6.1 millimol), HOBt 0.85g (6.3 millimol) and WSCD HC1 
1 .3g (6.8 millimol) are added. It reacts like the approach indicated in the example 1, Z-Pro-Lys-Pro NH2 
is obtained as oily matter, and it is sephadex like an example 1 about this. What refines in LH-20 
column and gives an almost single spot by TLC was obtained. Then, it dissolves in little water after a 
deprotection reaction with the hydrogen catalytic reduction method using Pd/C 1 0%, and is sephadex. 
The specified substance which will give a single spot (expansion solvent BAPW system Rf=0.17) if it 
refines and freeze-dries in G-10 column l.lg was obtained. The overall yield so far was 35%. 
C16H29N503 MW 339.44 Calculated value C 56.62, H 8.61, N 20.63. Analysis value C 51.56, H 8.83, 
N 18.63. 

[0025] Example 8 [Composition of Pro-Tyr-Pro (PYP)] 

Boc-Tyr (Bzl) 2.0g (5.3 millimol), ProOBzl HC1 1.3g (5.38 millimol), HOBt 0.81g (6.0 millimol), and 
WSCD HC1 1.1 4g (5.9 millimol) are made to react like an example 1, and it is the specified substance. 
Boc-Tyr(Bzl)-ProOBzl was obtained. To the residue which carried out acid treatment to this hardening- 
by-drying object like the example 1, removed the Boc radical, and was obtained Sephadex after 
dropping Z-Pro 1.3g (5.1 millimol), HOBt 0.76g (5.6 millimol), and WSCD HC1 l.lg (5.6 millimol) and 
making it react like an example 1 Separation purification was carried out in LH-20 column (bore [ of 
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2.6cm ] x die length of 60cm). It is little EtOAc about this after carrying out vacuum concentration. It 
dissolved, Et20 was added and it crystallized by cooling. The crystal was separated, reduced pressure 
hardening by drying was carried out, and 2.68g was obtained. Sephadex after carrying out deprotection 
of this crystal with a hydrogen catalytic reduction method G-10 The column refined. Dissolved in little 
MeOH after concentration, add Et20 and it was made to crystallize, the crystal after cooling was carried 
out the ** collection, and 1.1 6g was obtained when it dried. The overall yield so far was 55%. This thing 
gave the single spot (expansion solvent BAPW system Rf=0.32) by TLC. Elemental analysis 
C19H25N305 MW375.43 Calculated value C 60.79, H 6.71, N 11.19. Analysis value C 57.54, H 6.94, 
N 10.19. 

[0026] Example 9 [Composition of N-acetylation object (Ac-PYP) of Pro-Tyr-Pro] 

Add N-ASI l.lg (8 millimol) to Pro-Tyr-Pro lg (2.6 millimol) obtained in the example 8, and it is made 

to react like an example 2, and is chloroform about reaction mixture. The actuation extracted by 20ml 

was repeated 5 times. After [ dehydration ] reduced pressure hardening by drying of the chloroform 

layer was carried out by Na2S04. Colorless amorphous-like object which dissolves this in little water, 

freeze-dries, and gives a single spot (expansion solvent BAPW system Rf=0.51) by TLC 0.68g (61% of 

yield) was obtained. Elemental analysis C21H27N306 MW417.46 Calculated value C 60.42, H 6.52, N 

10.07. Analysis value C 54.52, H 6.58, Nl 1.04. 

[0027] Example 10 [Composition of Pro-Tyr-Pro NH2 (PYP NH2)] 

WSCD HC1 1.7g (9.0 millimol) was added to Boc-Tyr (Bzl) 3.25g (8.8 millimol), Pro NH2 l.Og (8.8 
millimol), and HOBt 1.2g (8.9 millimol), it reacted and refined like the example 1, and Boc-Tyr(Bzl)- 
Pro NH2 was obtained as colorless oily matter. Acid treatment of the obtained hardening-by-drying 
object was carried out like the example 1, the Boc radical was removed, vacuum concentration of the 
solvent was carried out, Et20 was added, and the crystal was deposited. This crystal was separated and 
reduced pressure hardening by drying was carried out in the vacuum desiccator. Z-Pro 2.0g (7.9 
millimol) and HOBt 1.2g (8.9 millimol) were added to the crystal which hardened by drying, WSCD 
HC1 1 .7g (9.0 millimol) was dropped, it reacted and refined like the example 1, and oily matter was 
obtained. This was dissolved in a small amount of methanol, and it applied to sephadex LH-20 column 
(bore [ of 2.6cm ] x die length of 60cm), and was eluted with this solvent. After looking for the target 
fraction in TLC and bringing together in one, reduced pressure hardening by drying was carried out, and 
4.9g of amorphous-like specified substance was obtained. Sephadex after performing the deprotection 
reaction according this to a hydrogen catalytic reduction method The colorless amorphous-like specified 
substance which freeze-dries after purification in G-10 column, and gives a single spot (expansion 
solvent BAPW system Rf=0.42) by TLC 2.9g was obtained. The overall yield so far was 87%. 
Elemental analysis C19H26N404 MW 377.44 calculated value C 60.95, H 7.60, N14.96. Analysis value 
C 56.07, H 7.19, N 13.84. 

[0028] Example 1 1 [Composition of N-acetylation of Pro-Tyr-Pro, and C-amidation object (Ac-PYP 
NH2)] 

When add N-ASI l.Og (7 millimol) to PYP NH2 l.Og (2.6 millimol) obtained in the example 10, react 
and refine like an example 2, the fractions which give a single spot (expansion solvent BAPW system 
Rf=0.61) mostly by TLC are collected, it condenses and it freeze-dries, it is the colorless amorphous- 
like specified substance. 1.05g was obtained. The yield so far was 96%. Elemental analysis 
C21H28N405 MW 416.48 Calculated value C 60.56, H 6.78, N 13.45. Analysis value C 55.1 1, H 6.01, 
N 13.09[0029] Example 12 [Composition of Tyr-Ser-Pro (YSP)] 

Having dissolved in DMF 20ml and stirring Boc-Ser (Bzl) 2.0g (6.8 millimol), ProOBzl HC1 1.6g (6.8 
millimol), and HOBt 1 .0g (7.5 millimol) under ice-cooling, it was made to react like the approach 
indicated in the example 1 in addition to WSCD HC1 1.4g (7.3 millimol) suspended in DMF 10ml, and 
Boc-Ser(Bzl)-ProOBzl was obtained. Perform the deBoc radical reaction by acid treatment like the 
approach indicated in the example 1, add Z-Tyr (Bzl) 2.6g (6.3 millimol) and HOBt 0.85g (6.3 millimol) 
to the obtained residue, WSCD HC1 1.3g (6.8 millimol) is dropped, it is made to react like an example 1, 
the obtained residue is melted to little MeOH, and it is sephadex. LH-20 column refined. The target 
fraction was looked for in TLC, and were collected, and reduced pressure hardening by drying was 
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carried out. After dissolving this in EtOAc 50ml, 250ml Et20 was added and it crystallized by leaving it 
in a refrigerator. The crystal was separated and reduced pressure hardening by drying was carried out. 
(2.40g) . The deprotection reaction according this crystal to a hydrogen catalytic reduction method was 
performed. Sephadex The colorless amorphous-like specified substance which will give a single spot 
(expansion solvent BAPW system Rf=0.30) by TLC if it refines and freeze-dries in G-10 column 1 .70g 
was obtained. The overall yield so far was 68%. Elemental analysis C17H23N306 MW 365.38 
Calculated value C 56.03, H 6.63, N15.37. Analysis value C 55.91, H 6.81, N 13.82. 
[0030] Example 13 [Composition of N-acetylation object (Ac-YSP) of Tyr-Ser-Pro] 
N-ASI l.lg (8 millimol) was added to YSP l.Og (YSP 2,7 millimol) obtained in the example 12, and it 
was made to react at a room temperature for 2 hours (pH 8 [ about ]). Sephadex after condensing 
reaction mixture The specified substance which refines in G-10 column and gives a single spot 
(expansion solvent BAPW system Rf=0.44) by TLC 0.6g was obtained. The overall yield so far was 
54%. Elemental analysis C19H25N307 MW 407.41 Calculated value C 56.01, H 6.18, N 10.31. 
Analysis value C 54.95, H 5.37, N 10.11. 

[003 1 ] Example 1 4 [Composition of Tyr-Ser-Pro NH2 (YSP NH2)] 

Added WSCD HC1 2.0g (10 millimol) to Boc-Ser (Bzl) 2.6g (8.8 millimol), Pro NH2 1 .0g (8.8 
millimol), and HOBt 1.30g (9.7 millimol), it was made to react like an example 1, and Boc-Ser(Bzl)-Pro 
NH2 was obtained as oily matter. After carrying out acid treatment like the approach which indicated 
this oily matter in the example 1 and condensing a solvent, Et20 was added and precipitation was 
obtained in the decantation. Reduced pressure hardening by drying of this was carried out, Z-Tyr(Bzl) 
3.2g (7.9 millimol) and HOBt 1.2g (8.7 millimol) were added, and WSCDHC1 1.7g (8.8 millimol) 
suspended in DMF was dropped. It dissolved in little EtOAc after condensing a solvent, Et20 was 
added, and it crystallized by cooling. 3.25g was obtained when reduced pressure drying of the crystal 
was separated and carried out. A deprotection reaction is performed for this crystal with a hydrogen 
catalytic reduction method, and it is sephadex. When the fraction of the specified substance which 
refines in G-10 column and gives an almost single spot (expansion solvent BAPW system Rf=0.44) by 
TLC is collected and condensed and it freeze-dries, it is a colorless amorphous-like object. 1 .7g was 
obtained. The overall yield so far was 53%. Elemental analysis C17H24N405 MW 364.39 Calculated 
value C 56.03, H 6.63, N 15.37. Analysis value C 53.91, H 6.71, N13.82. 

[0032] Example 15 [Composition of N-acetylation of Tyr-Ser-Pro, and C-amidation object (Ac-YSP 
NH2)] 

N-ASI l.Og (7 millimol) was added to YSP NH2 0.8g (2.2 millimol) obtained in the example 14, and it 
was made to react like the approach indicated in the example 2, and processed, and the hardening-by- 
drying object was obtained. However, since mixing of a condensing agent origin object was presumed 
by this, it dissolved in little water, and when the extract was repeated 5 times by EtOAc 10ml and the 
water layer was freeze-dried, 0.87g (yield 95%) of colorless amorphous-like objects was obtained by it. 
This thing gave the single spot (expansion solvent BAPW system Rf=0.56) by TLC. 
[0033] Example 16 [Composition of Glu-Arg-Pro (ERP)] 

WSCD HC1 2.1g (11 .0 millimol) was added to Boc-Arg (N02) l/2AcOEt 1/4H20 3.7g (10 millimol), 
ProOBzl HC1 2.4g (10 millimol), and HOBt 1.5g (1 1 millimol), and it was made to react like an 
example 1 , and processed, and Boc- Arg(N02)-ProOBzl was obtained as oily matter. Acid treatment of 
the obtained oily matter was carried out like the example 1. Z-Glu(Bzl) 1.7g (5.0 millimol), HOBt 0.75g 
(5.7 millimol), and WSCD HC1 l.lg (5.5 millimol) were dropped at the obtained oily matter, and it 
reacted to it like the example 1 . After dissolving the obtained residue in little EtOAc, it crystallized, 
when Et20 was added and it cooled. The crystal was separated, reduced pressure hardening by drying 
was carried out, and the 2.3g crystal was obtained. It is sephadex about the residue which obtained this 
crystal by carrying out in the clearance reaction of all guard chambers with the hydrogen catalytic 
reduction method. G-10 column refines, and the fraction which gives a single spot (expansion solvent 
BAPW system Rf=0.007) by TLC is collected and condensed, and it freeze-dries, and is the colorless 
amorphous-like specified substance. 1.3g was obtained. The overall yield so far was 32%. Elemental 
analysis C16H28N606 MW 400.44 Calculated value C 47.99, H 7.05, N 20.99. Analysis value C 45.84, 
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H7:55,N 19.52. 

[0034] Example 17 [Composition of N-acetylation object (Ac-ERP) of Glu-Arg-Pro] 
It was obtained in the example 16. N-ASI 1 .lg (7.1 millimol) was added to ERP l.lg (2.7 millimol), and 
it stirred at the room temperature overnight. Sephadex after condensing reaction mixture G-10 A column 
refines, and each fraction is collected and condensed, and it freeze-dries, and is the colorless amorphous- 
like specified substance. 0.80g was obtained. The overall yield so far was 67%. This thing gave the 
single spot (expansion solvent BAPW system Rf=0.16) by TLC. Elemental analysis C18H30N6O7 
MW442.47 Calculated value C48.86, H6.83, N18.99. Analysis value C45.89, H7.03, N18.07. 
[0035] Example 18 [Composition of C-amidation object (ERP NH2) of Glu-Arg-Pro] 
WSCD HC1 2.1g (1 1 millimol) was added to Boc-Arg (N02) l/2AcOEt 1/4H20 3.7g (10.0 millimol), 
ProOBzl HC1 2.4g (10 millimol), and HOBt 1.49g (1 1 millimol), it reacted like the example 1, and 
chloroform was used and processed instead of EtOAc. It became cloudy when EtOAc was added to the 
residue which carried out vacuum concentration of the chloroform layer. Furthermore Et20 was added, 
the decantation of the gum-like settlings obtained by leaving it overnight at 4 degrees C was carried out, 
they were obtained, and reduced pressure hardening by drying was carried out. Acid treatment of the 
obtained hardening-by-drying object was carried out like the example 1, the Boc radical was removed, 
the settlings produced during the reaction were obtained by the decantation, and reduced pressure 
hardening by drying was carried out. After having added Z-Glu (Bzl) 1.7g (5.0 millimol) and HOBt 
0.75g (5.5 millimol) to this, dropping WSCD HC1 l.lg (5.7 millimol) and processing by reacting like an 
example 1 , the column refined and colorless oily matter was obtained. Sephadex after performing the 
clearance reaction of all protective groups for this oily matter with a hydrogen catalytic reduction 
method G-10 column refined, the fractions of a single spot (expansion solvent BAPW system Rf=0.21) 
were mostly collected by TLC, and crystalline residue was obtained. Cold MeOH was added to this, and 
0.2g was obtained when the ** collection of the crystal was unfolded and carried out. The overall yield 
so far was 6%. Elemental analysis C16H29N705 MW399.45 Calculated value C 48.1 1, H 7.32, N 
24.55. Analysis value C 46.61, H 6.92, N22.34. 
[003 6] Example 1 9 [Composition of Pro-Thr-Trp (PT W)] 

the DMF solution of Boc-ThrOSu 3.7g (12 millimol) and TrpOBzl HC1 3.8g (12 millimol) - the bottom 
of ice-cooling stirring, and TEA ~ in addition, it was made to react after checking that it is pH 7-8 
overnight After treatment was carried out like the example 1 , and Boc-Thr-TrpOBzl was obtained as 
oily matter. Then, acid treatment was carried out like the example 1, Z-Pro 2.8g (1 1 millimol) was added 
to the residue which might be removed in the Boc radical, the DMF 10ml solution of DCCD 2.5g (12 
millimol) was dropped, and it was made to react at 4 degrees C overnight. Vacuum concentration of the 
filtrate is carried out the back according to **, settlings are processed like an example 1, and it is an 
amorphous-like object. 4.2 lg was obtained. Among these, the residue which removed 2g with the 
hydrogen catalytic reduction method, and was obtained in the protective group is dissolved in little 
water, and it is sephadex. The fractions which refine in G-10 column and give a single spot (expansion 
solvent BAPW system Rf=0.33) mostly by TLC were collected, and reduced pressure hardening by 
drying was carried out. Little MeOH is added to residue, it was crystallized, after cooling, the crystal 
was separated, it dried and 1.40g was obtained. The overall yield so far was 30%. Elemental analysis 
C20H25N4O5 MW 402.22 Calculated value C 59.69, H 6.51, N 13.91. Analysis value C 55.90, H 6.41, 
N 12.75. 

[0037] Example 20 [Composition of Pro-Thr-Trp NH2 (PTW NH2)] 

Boc-ThrOSu 6.0g (19 millimol) is dissolved in DMF 50ml, and it is Trp NH2 hydrochloride. 4.6g (19 
millimol) and HOBt 2.9g (21 millimol) were added with powder, and the stirring dissolution was carried 
out. After adding TEA under ice-cooling stirring and checking that it is pH 7-8 WSCD HC1 4.1g (21 
millimol) The DMF 1 0ml solution was added and it was made to react at 4 degrees C overnight. 
Precipitate is ****(ed) and it is filtrate after vacuum concentration. EtOAc 500ml was added and 8.3g 
(87%) was obtained by processing like an example 1 by making specified substance Boc-Thr-Trp NH2 
into colorless oily matter. This is made to react like an example 1 , and it processes, and is oily matter. 
7.2g (16 millimol, 98%) was obtained. To then, this Z-Pro 4.1g (16 millimol), HOBt 2.5g (18 millimol), 
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and WSCD HC1 3.5g (18 millimol) were added, and it was made to react like an example 1, it processed, 
and 7.3g (70%) was obtained by using Z-Pro-Thr-Trp NH2 as an amorphous-like object. Pd/C lg was 
added to 2.5g of this amorphous-like object 10%, and the deprotection reaction was performed after a 
reaction / processing like the example 1 . What was obtained is dissolved in little water and it is 
sephadex. The specified substance which will consist of a single spot (expansion solvent B APW system 
Rf=0.47) if it refines and freeze-dries in G-10 column l.Og was obtained. Elemental analysis 
C20H27N5O4 MW.401.33 Calculated value C 59.80, H 6.78, N 17.46. Analysis value C 57.63, H 6.94, 
N 16.27. 

[0038] Example 21 [Composition of N-acetylation object (Ac-PTW NH2) of Pro-Thr-Trp NH2] 
After adding N-ASI 0.9g (6 millimol) to PTW NH2 0.95g (2.4 millimol) obtained in the example 20 and 
making it react at a room temperature overnight, concentration hardening by drying was carried out 
under reduced pressure. Silica gel which melted with a small amount of chloroform, and was produced 
by the mixture of chloroform:methanol =30:1 Regular placing is carried out to C-200 (Wako Pure Chem 
make) column (bore [ of 2.6cm ] x die length of 45cm), and it is chloroform: methanol =30:1 mixture. 
400ml, 10:1 mixture Only 300ml and a methanol were made eluted in 500ml, and each fractions (about 
10ml) were collected even for fractions 72-75 after the check by TLC. When residue is dissolved in little 
water and it freeze-dries after concentration hardening by drying, it is a colorless amorphous-like object. 
0.8g was obtained. The overall yield so far is 75%, and is ****. This thing gave the single spot 
(expansion solvent BAPW system Rf=0.64) by TLC. Elemental analysis C22H29N503 MW443.50 
Calculated value C 59.58, H 6.59, N 15.79. Analysis value C 56.98, H 6.54, N 15.34. 
[0039] Example 22 [Composition of thioPro-Thr-Trp (PTW)] 

the DMF solution of Boc-ThrOSu 3.7g (12 millimol) and TrpOBzl HC1 3.8g (12 millimol) ~ the bottom 
of ice-cooling stirring, and TEA - in addition, it was made to react after checking that it is pH 7-8 
overnight After treatment was carried out like the example 1 , and Boc-Thr-TrpOBzl was obtained as 
oily matter. Then, acid treatment was carried out like the example 1 , the Boc radical was removed, Boc- 
thioPro2.8g (12 millimol) was added to the obtained residue, the DMF 10ml solution of HOBt 1.784g 
(13.2 millimol) and WSCD HC1 2.53g (13.2 millimol) was dropped, and it was made to react at 4 
degrees C overnight. Vacuum concentration of the filtrate is carried out the back according to **, 
settlings are processed like an example 1, and it is an amorphous-like object. 6.3g was obtained. Cutting 
of the protective group by HF of Boc-thioPro-Thr-TrpOBzl 6.3g obtained by coupling went as follows. 
Boc-thioPro-Thr-TrpOBzl 6.3g was equally divided into ten, and HF cut, respectively. That is, Boc- 
thioPro-Thr-TrpOBzl is taken in a reaction container, and it is thioanisole. 1 1ml was added and it put on 
the room temperature for 1 hour. It was made to react, stirring a reaction container by the dry ice- 
acetone bath and stirring HF 100ml at installation and 0 degree C under cooling for 1 hour. Reduced 
pressure clearance of the HF was carried out with the stream aspirator, and it was made to dry with a 
vacuum pump further. The obtained residue was dissolved by 1 00ml of acetic-acid water solutions 10%, 
and the thioanisole which washes twice and remains with 50ml diethylether was removed. The acetic- 
acid water-solution fraction was neutralized, 3.2g of things which carried out concentration hardening 
by drying was dissolved in little chloroform-methanol mixture (5:1), the silica gel column 
chromatography refined, and the specified substance was obtained. Yield of 0.6g. TLC (BAPW system 
Rf=0.62) gave the single spot. Elemental analysis C19H25N405S MW 420.53 Calculated value C 
54.22, H 5.99, N 13.35. Analysis value C 55.90, H 6.41, N 12.75. 

[0040] Example 23 [Composition of D-Pro-Thr-Trp NH2 (D-PTW NH2: Pro is D object)] 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1 .This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



TECHNICAL FIELD 

[Field of the Invention] This invention relates to the constituent containing the peptide which has 
activity useful as protease activator. 



[Translation done.] 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation, 

LThis document has been translated by computer. So the translation may not reflect the original 
precisely. 

2 **** s h ows th e WO rd which can not be translated. 
3. In the drawings, any words are not translated. 



PRIOR ART 



[Description of the Prior Art] Research of the inhibitor of thrombin activity is known about using the 
tripeptide and its derivative as drugs (journal medical chemistry: vol.37, p.2122, 1994 year **:vol.36, p. 
1993 [ 300 or ]). Moreover, the development research as drugs of a comparatively short peptide and its 
derivative is seen by for example, a ****** No. 502154 [ four to ] official report, a ****** No. 502306 
[ four to ] official report, a ****** No. 502308 [ four to ] official report, a ****** No. 502309 [ four to ] 
official report, etc. In these researches, a prolyl radical is contained in the amino acid sequence of the 
peptide, and the number of amino acid of the die length of an array is five or more. These peptides can 
also be said to be the TNF amelioration peptide guided from the tumor necrosis factor (TNF). Thus, 
some researches which use a short peptide as drugs were made, that intracellular is easy to be 
incorporated considers a short peptide enough - having - in addition - and since it is decomposed in 
the living body and they serve as harmless amino acid, it is thought that the side effect over 
administration to a living body is hardly produced. Therefore, it is thought that these short peptides 
begin cancer and can serve as promising drugs as a remedy of other diseases in the future. 
[0003] Conventionally, about activation of a protease, many reports have been made as one of the 
reactions in the field of inflammation. However, many of these reports are generation of the plasmin by 
activation of the plasminogen according [ the good example ] to urokinase or a plasminogen activator 
about the precursor of a protease acting as an activity protease in response to activation. Although 
activation by the trypsin of a chymotrypsin etc. is one of those there is no example not much and were 
generally known well, if the retrieval research report of the matter which activates the protease itself on 
the other hand moreover serves as protease activator of a small peptide with low-molecular, there is an 
old place. [ no ] 



[Translation done.] 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1 .This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



EFFECT OF THE INVENTION 



[Effect of the Invention] By this invention, the completely new protease activator containing tripeptide, 
dipeptides, and those derivatives is offered. The active principle is a peptide, it is decomposed into 
amino acid and the protease activator of this invention is metabolized in the living body. Therefore, 
when a living body is medicated, there are very few dangers of causing a side effect. Therefore, it is 
possible to be effective as the drugs or the digestive accelerator for protease activity research. 



[Translation done.] 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1 .This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



TECHNICAL PROBLEM 



[Problem(s) to be Solved by the Invention] The object of this invention is to offer the short peptide 
which has the activity as protease activator, and the object of this invention still more specifically has it 
in offering the protease activator containing the tripeptide which has a specific amino acid sequence, 
dipeptides, or those derivatives, and it is for other objects of this invention to offer the remedy 
constituent containing the salt accepted physiologically [ the tripeptide which has a specific amino acid 
sequence, a dipeptide, or its derivative ]. 



[Translation done.] 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1 .This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



MEANS 



[Means for Solving the Problem] It traced that it was a protein-protein interaction that this invention 
persons have determined the important metabolic fate wholeheartedly among the metabolic fates which 
constitute the growth mechanism of a cancer cell as a result of examination, and since the peptide 
equivalent to the joint domain of the protein concerning this interaction was able to control the function 
of this protein, I thought that such a short peptide was useful as an anticancer agent. 
[0006] Then, various oncogene products in order that the amino acid sequence of promising tripeptide 
may predict, For example K-Sam, Yes, Ret, Kit and Fms, ErbB, Met, Ros, Sea, Trk, Src, Fgr, Fyn, Lyn, 
Lck, Hck, Abl, and Arg etc. - the consensus sequence of the oncogene product which has the array 
further called the Sark homology (SH) domain was searched, and it searched for the tripeptide thru/or 
the dipeptide which predicts those junction sequences and is equivalent to the domain. Consequently, as 
tripeptide, Pro-Phe-Pro, Pro-Lys-Pro, Pro-Asn-Pro, Pro-Tyr-Pro, Tyr- Asp-Pro, Tyr-Ser-Pro, Glu-Arg- 
Pro, Pro-Tyr-Trp, Thiopro(Thioproline)-Thr-Trp and such N-acetyl object, or C-amide object was found 
out, and Glu-Arg, D-Glu-Arg, and Glu-D-Arg were found out as a dipeptide. Although their eyes were 
turned to the drug retrieval by preventing proteinic association in the above research, it found out that 
some which have the activity as protease activator were in the peptide compounded to the completely 
unexpected thing. This invention is made based on the above knowledge. 
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* NOTICES * 

JPO and NCI PI are not responsible for any 
damages caused by the use of this translation. 

1 .This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



EXAMPLE 



[Example] 

Example 1 [Composition of Pro-Phe-Pro (PFP)] 

Boc-Phe 2.7g (10 millimol), ProOBzl HC1 2.4g (10 millimol), and 1 -hydroxy benzotriazol (HOBt) 1.5g 
(1 1 millimol) were dissolved in DMF 30ml, and WSCD HC1 1 .7g (1 1 millimol) suspended in DMF 
10ml was dropped at the bottom of ice-cooling stirring, triethylamine (TEA) - after adding 1 .8ml and 
checking that it is pH 7-8 with the omnipotent pH indicator paper, it stirred at the room temperature all 
night. After filtering and removing the precipitation which deposited and carrying out vacuum 
concentration of the filtrate, 300 ml ethyl acetate (EtOAc) was added and it washed in order of 10% salt 
(NaCl) water solution of 4% sodium hydrogencarbonate (NaHC03), 10%NaCl water solution, 10% 
NaCl water solution of 0.4M citric acid, and 10%NaCl water solution. Anhydrous sodium sulfate 
(Na2S04) was added to the EtOAc layer, reduced pressure distilling off of the solvent was carried out 
after dehydration, and reduced pressure hardening by drying of the residue was carried out in the 
desiccator. It is 4 Ns to this hardening-by-drying object. A hydrochloric acid/dioxane 40ml, thioanisole 
4ml was added and it reacted under ice-cooling for 2 hours. Dioxane after carrying out vacuum 
concentration of this The actuation which adds and condenses 50ml was repeated twice, and the 
actuation which adds and condenses diethylether (Et20) similarly was repeated twice. Z-Pro 1.5g (6.2 
millimol) and HOBt 0.84g (6.8 millimol) were added to the hardening-by-drying object which carried 
out reduced pressure hardening by drying of this, and it dissolved in it at DMF 30ml. WSCD HC1 1.2g 
(6.8 millimol) suspended in DMF 10ml was dropped under ice-cooling stirring. After preparing to pH 7- 
8 by TEA 1 .6ml, it was made to react at a room temperature for 1 .5 hours. After making it react at 4 
more degrees C all night, the precipitation which deposited was filtered and removed and vacuum 
concentration of the filtrate was carried out. EtOAc 300ml was added and it washed in order of 10% 
NaCl water solution of 4%NaHC03, 10%NaCl water solution, 10%NaCl water solution of 0.4M citric 
acid, and 10%NaCl water solution. Anhydrous Na2S04 was added to the EtOAc layer, reduced pressure 
distilling off of the solvent was carried out after dehydration, and reduced pressure hardening by drying 
of the residue was carried out in the desiccator. A hardening-by-drying object is dissolved in a small 
amount of methanol (MeOH), and it is sephadex. Separation purification was carried out in LH-20 
column (bore [ of 3cm ] x die length of 55cm). It was eluted with this solvent and fractionation was 
carried out in 5 minutes (about 8ml) per one fraction. By TLC (Kieselgel 60F254 the system of 
chloroform-MeOH was used for the expansion solvent.), after the check, the fractions containing the 
specified substance were collected and reduced pressure hardening by drying was carried out about each 
fraction. This was dissolved in the mixed liquor of MeOH 20ml and a 20 ml acetic acid (AcOH), and it 
stirred under the nitrogen air current. It is stirring A stop and 10% After adding palladium / carbon 
(Pd/C) (51.60% hydrated compound) 2.0g and leading a hydrogen air current, it stirred violently by 
ordinary temperature ordinary pressure, and the reaction was started. After it permuted the stop in the 
place which absorption of hydrogen ended and nitrogen gas permuted hydrogen gas for stirring, the 
catalyst was carried out the ** exception. Water was added to what carried out vacuum concentration of 
the filtrate, and vacuum concentration was carried out once again. It is sephadex about a concentrate. 



http ://www4 . ipdl .ncipi . go .j p/cgi-bin/tran_web_cgi_ejj e 



10/12/04 



Page 2 of 2 



Separation purification was carried out in G-10 column (bore [ of 2.6cm ] x die length of 60cm). It was 
. eluted with water and fractionation was carried out in 5 minutes (about 10ml) per one fraction. The 
purity of each fraction was checked by TLC (n-butanol:acetic-acid:pyridine:water =4:1:1 :2 (BAPW 
system) was used for the expansion solvent.) (Rf value 0.39), the fractions which give the spot of the 
specified substance individually were collected, and reduced pressure hardening by drying was carried 
out. This hardening-by -drying object is dissolved in 15ml water, and it freeze-dries, and is the colorless 
amorphous-like specified substance. l.Og It obtained. The overall yield so far was 28%. Elemental 
analysis C19H25N304 MW.359.43 Calculated value C 63.49, H 7.01, N 1 1 .69. Analysis value C 59.41, 
H 7.42, N 10.66. 

[0019] Example 2 [Composition of N-acetylation object (Ac-PFP) of Pro-Phe-Pro] 
Pro-Phe-Pro 1.2g (3.3 millimol) obtained in the example 1 is dissolved in 10ml of water, and it is this. 
N-acetyl succinimide (N-ASI) 1 ,5g (10 millimol) is added, and it is 1 N. pH was stirred at the room 
temperature after preparation to about 7 with the potassium-hydroxide water solution all night. Sephadex 
after condensing reaction mixture Separation purification was carried out in G-10 column (bore [ of 
2.6cm ] x die length of 60cm). 
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* NOTICES * 

JPO and NCI PI are not responsible for any 
damages caused by the use of this translation. 

1 This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



DESCRIPTION OF DRAWINGS 



[Brief Description of the Drawings] 

[Drawing 1 ] It is drawing showing various protease activation operations of a synthetic peptide. 

[Drawing 2] It is drawing showing various protease activation operations of a synthetic peptide. 

[Drawing 3] It is drawing showing various protease activation operations of a synthetic peptide. 

[Drawing 4] It is drawing showing various protease activation operations of a synthetic peptide. 

[Description of Notations] 

A-Q in drawing shows the following peptides. 

A : ThioPro - Thr-Trp 

B:D-Pro-Thr-Trp 

C:Glu-Arg-Pro 

D: Glu-Arg-Pro-amide 

E:Glu-Arg 

F:D-Glu-Arg 

G:Glu-D-Arg 

H:Pro-Phe-Pro 

I:Pro-Phe-Pro-amide 

J: Pro-Thr-Trp-hydrochloride 

K: Pro-Lys-Pro-amide 

L:Tyr-Ser-Pro 

M: N-acetyl-Pro-Phe-Pro-amide 

N: Pro-Tyr-Pro-amide 

O: N-acetyl-Pro-Tyr-Pro-amide 

P: Pro-Tyr-Pro-sulfonate 

Q: Tyr-Ser-Pro-amide 



[Translation done.] 
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